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*5893tt» CD1 4£To 1 1 Like Receptor (TLR) t<D 
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TLR/CD14 ffe-uMMsM 

Ml CDHiTol 1 Like Receptor (KTTLRt 
i©»^ftllfrr*«IBft»r*ttCD14ttflERr^©Mlffr, Mia#£ 

cd 1 414, 3 5 6«©7sya*sfc*i«aTrfcD, ^ijDy^ 77 

^x;K y -> (glycosylphosphat idyl inos i t 
ol :GPI) fcit)7irn77-^ *y/T-|Mk ff«P**J:tf-» 

thCDl4tt, *»S^liCD14 (PiTmCDHtfeua) OS*»KrT* 
MCD14 (KTsCD14$fcf»ttCD14tt,t^) *LTjfiL 
+ fctt$H4toll&S«»©s CD 1 4**fmtZZti>m&ZtlT\,*Z ( L a 
beta MO :Eur. J. Immuno 1. , 23:214 4, 1993 
) . 

thCD14«» ^9A|!ltt#lrrt#3(f©LPSS*frtLT»6nT*0 ( 
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Wr i gh t 6 : Sc i ence. 2 4 9:1 4 3 1, 1 9 9 0) , Jfa+OL B 
P (LPS binding protein) *^LPS^K"?« 
Strict*. 

mCDl 4*miVT^Z>'?!7Uy7-i?m\*. LPStsCDH (D^laW- 
CJ;OSttfl;$n» ifc^ttlM Yti'i><DM$L*mmrZ> (Hai lmann 
E£:J. Immnol. , 1 5 6:4 3 84, 1 9 9 6). 

mCD 1 4 &58fJLT^*^Jfil*rt&«te^>lil*¥?ttt«JStt. s CD 1 4 t 
LPSOHftft (KTs CD1 4/LPSifcH?) fc<fc D**tt*-f hfc-f > 
(Loppnow H Infect ion & Im 
muni ty, 6 3:1 0 2 0, 1 9 9 5). 

fcfeEJ&U Utf^znK (LTA) , ^5=-H^U*> (PepG) «OS« 
<*£l,T«tBU «B©J«a6tt*-f h2K>®£4fc«l»T* (C 1 e v e 1 a 
nd Infect immunity, 6 4:1 9 0 6, 1 9 9 

6) . 

LPSSfcHLTA*©CDl 4^t5«W htlOM&ts ScfclZ 

t hcD 1 4 ©L p so^^;wt«jBK:fiarr ^omw-nsw 
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*0 (Juan TS 6: J. Biol. Chem. , 2 7 0:1 3 8 2, 1 
9 9 5) , *fc7-14#l*J:tf5 7-64#B«fL'pst©lt#|&fe||ja:* 
(Juan TS : J. Biol. Chem. , 2 7 0, 2 9: 1 7 
2 3 7 (1 9 9 5) iWJuan TS : J. Biol. Chem. , 2 
7 0, 1 0:5 2 1 9 (1 9 9 5)). 
l**U k hCD 1 4©N^1 5 3 W W 51fg|^ l5T , t ^ 

Sfc, CD 1 4/LPSOtt^y^eH;*^To 1 1 like 
receptor (TLR) ®N4*m§Fft**lTfr>*. ?KE*Tfct KT 
LR1. 2. 3. 4»tf5 (Fernand R :Proc. Natl. A 
cad. Sci. USA, 9 5:5 8 8, 1 9 9 8 ) , TLR 6 (Takeu 
chi OiGene, 2 3 1 : 5 9, 1 9 9 9) . TLR 7,8,9**0: 
flttWCChuang TH : E u r . Cytokine Ne tw. , l 
1:3 7 2, 2 0 0 0)O*|H0tOTLR f am i 1 y»fiW4m_- 

TLR2fUttTLR4OTU c7 ^ l:j: ^ (:j .^ TLR4#* 

y^mrnwmomm^tf^i&M^ tlr 2 vy^memm** 
^^^i-^m^T^mmm^tm^nx^ (T 

akeuchi 06: Immun i ty, 1 1 : 44 3. 1 9 9 9) . *fc T 
L R 4 #L P S 0*^©yWfiH:^t5 C £ , * £ £ T L R 4 » 
WHiTLPSfcllfflER^ci. CDl 4a^ttB &WlteMc 
iWWSftWMRuey-timg Y : Na t u r e, 3 9 5 : 2 8 
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4, 1 9 9 8 ) . *fc*ifiTLR4t|g#-r5MD2*«ie^,Snfc (R i n t 
aro Shimazu :J. Exp. Med. ,189, 1777,199 
9) . MD2&1 6 0 7S.;m->*>tzZftWW&nT*$>?>tfi. T£7jBl&-mT 
L R 4 «MD 2#aET7TttD«>TL P S *>^;P€Jl*ff 5 d fcjWMrStlW 

5. MD2CLPS 5/^;i^Kl*Jt *jE«^«ad»i*»W"r***«T L R 4 
t)l<ttTLR4(02 ft#©*ifi©£j£fl;lc3r# L 6ttW* (A 
lan Aderera, Nature, 406, 782, 2000). £7cV^ 
XTLR 4 tMD 2 (DH^tRtfiiltWiL P S £«fc*TN F - a^-gSKfc 
S6*©^&«FfiWfc:«i«-r*Jlt , baftSnTViS (Akasi S. , J. 
Immunol. 164, 3471, 1999). 

^fcT^X^*J^T«TLR4©7.y7<XA*'J7>h©pJ^TLR4^ 
^LTei©8 67S/m^gri i £&3WteTLR4«LPSC e i:5 
$mofem:&WM?Zm&*xiLttZ.tim&iSftT»Z. (IwamiKI 
, J. Immunol, 1 6 5, 6 6 8 2, 2 0 0 0.) 

W>W&CD 1 4 tTLRt©ffiSf^ffl(C^^T, CD 1 4#TLRfcL 
< ttT L R tffi©«ffi©#WSnT^^^fi*H?«HT»*T^-fe-lJ- U -#^© 

LPS©thCD14 fcfl-f* ^^;Pe»ft«Wr* t hftC D 1 4 
UT. t: hCD 1 4©7-l 4#g{C^TS3C 1 0#t# (S t e i nman 
:J. Exp. Med. , 158:126 (198 3) £<£tfJuan TS 
: J. Biol. Chem. , 270:29, 17237 (1995) ) £«fc 
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tf5 7~6 4#Blc*te-r*MEM-18tt# (Baz i 1 :Eur. J. I 
mmuno 1. , 16:1583 (1986) £ektfJuan TS : J. B 
i o 1. Chem. , 2 7 0, 1 0, 5 2 1 9 (1 9 9 5)) *J»6tiT*0, 

*«ktf2 3G4tt#, M^»CLPSOi»^e-»L^«IIW*r, -tHh^KX/D 
ftfflfcaHITSl 8E 1 2in# (#£¥8-5 1 0 9 0 9^) a>m^tix 

fcH^SttWS (#«c¥l 0-5 0 5 8 3 9^1) . 

fcttLPSOlS^fcmsrSttfctt. ni:WLfeLPS/CD14«9v^t 

;^B$«i^-rs^«^#T#^^. lps©cdi4^©*s-&*^h 

;i^»*«i«r«ja*t)J«|*-C*a:^. 1 8 E 1 2ia#:«CD 1 

14©N*«»>67'-1 0, 1 1~1 4Rtf5 7-6 4#@©7S/&£^-X 
£T*8SIU£tt'WK (ft*¥l 0-5 1 1 9 5 4) Ztl 
*><D^-J?- mh P S fctt*|BW*-*fc»L P S fc©T* 0 . UK: 

»*StlTV»*CDl 4/L P S OM^Oy^^lUftHlLftH. 
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, CD1 40N*»S>7~1 0#ll:35«$fi5!littJW:«757tS*tS 
tfcfiCDl 4©N**W>&1~1 4#g#£&l/W3TO&CDl 4 IS 
1# 'J H *t;tsfcim&# U ^73=- H 10-512142) tfM 

ssnw*. cn&o^^m. LPstotfr&aMijawesnwsfc* 

StlTV^CD 1 4/L P S Ott^^Oy^t^iaWlft^. 
Tfcfrt^ «*Kl*W--&CDl 4©«tt*JJp*9-r5t>©tt4#3fe©«m*l«» 

zmm?2>zt\mL<, ztzmz&f&zntzCD i 4/lp so^^abm 

£fc±iB©£*5 9, CD 1 4/LPS©»IJft^©->^l^afc****TLR 

©HJ^wnsn-o****, c©H#&n«r**»*«» y^i^isifirrs 

^;i^3l*H®L5*CD 1 4<hTLR<«:©ig^M-r^m2:«-r-5^K 
. *©ffrftm B^£te«©*^j-:z>4fm «Jlii«ffi8«a^«*» 
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±Boi5moiMtm*fc»tt«WtffK CD 
1 4 iTLR tO»^*fi«-*ttCD 1 4tt*«Mtti. SfeiaCD 1 4 St 

«m««r«ft»Ktfmmmtoii hCD 1 4 t*u*^icj:o, * 

Tftfct5*«9!Tli. TE (1) - (1 1) 0ttCD'l4tt*W«fta*l*. 

(1) EWlfcBtothCD 14Q26W631 5«TOiW(D- 
«**tfXKh-^ W j W9fcm|Li CDHtTol 1 Like Rec 
eptor (TLR) i©l»*Blrr*«Bt#r*aCD 1 4A#. 

(2) ^y^P-^^TS^, (l) ©ft#„ 

(3) ±fS (2) OfcfcCDFab, Fab* (Fab' ) , 

(4) A^UK-7Fl024-l-3 (£K#^P - 1 8 0 6 1 ) iZ^M 
±ZftZ F1024-1-3*/* U-±)V$m. 

(5) ±ffi (2) - (4) OV>t^t0te)tt«IIy<Wt#<D»frtttt 

(6) B3«*l fcB*0fc. hC D 14©2 6 9ft^6 3 1 5«TOfftt<Z>7 
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5 ;nzmm\sT smsLtut**??- h. 

(7) ±IB (6) tE*©^^H£feaEJStLTffl^Stt#©f^J**ft. 

(8) CD14tTLRt©«S^SS-r**tg*WU OT<D£fc«@©V>1* 
tlrt»T*5CD 1 4«&#U^7'^K : 

®IB^iJ#^ 1 £E*©75 ,/»E*l®N*JW« 1 ~ 6#g©^T*lrt>T& 0 , 
C*Sfi# 246~306#@ Wfnfr©7 5 / KEflfc^f** 

i ke«©7s /iiE^cN*^ i - 6#i©m* n^-eafc 0, 

C*jffi^2 6 9~3 5 6#@©Vi-rn^T?^0, A0 2 6 9~3 0 7#g©7£ 
V»3*Tt>fc^ ±12© CD 1 4ettC*M* , J'<:/^Ftt, CD147^'J^ 

(9) ±12 (8) (Dfcfc^T, C*W2 4 6~2 8 5»i©V>m^T?** ( 
8) £i2«S©CD 1 43fe^#^U^^H. 

(10) ±12 (8) ©®!C43ViT, C*Sfc&«2 6 9~3 5 6#g©t^-f n^Tfc 
0, 2 6 9~3 0 7#l©75y&©V>"f*T-#>— O^L±^L e u, Ala, 
Cy s£fc«:G 1 y£M&£*lfc (8) ©CD 1 4&»#'J^73 L K. 

(1 1) ±12 (8) ~ (10) <D\,*?ftfr\ZtZm<DCD 1 43aE##U^5 1 H 
©7Sy»E?«JK:*^Tl«U<ttftfl©73yR^*, }?A^L<te 
ttitlSttfc^S/KE^fcfcD, *OCDl 4iTLRt©|g^&ia*T*« 
mZ&-?% C D 1 4 U K 

(12) ±12 (8) ~ (11) ©t>rftJ&>CE*©CDl 4Bfe«##U^^K 
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(Dmm% 4-6 © ^?nfr\zmm<DD n a 

(i 4) ±ib (i 2) £Tz\z (i 3) ©it^^^-r-sm^^^^-. 

(i 5) ±ib (i4) \zumo®&-L^?-*^tt%ten&& j &. 

(i 6) ±is (i 5) Mw&&#.&%m?zxmz$tszt$:®WLt'rz>±m ( 

8) - (11) ©Vrfnfr£fe«©CDl 4«WJ^y?H©S?jt^ 0 
(1 7) Jfei^^^n5^i3 6±5kDa©CDl 4<&H 1 « 0 

(18) £t#, ift#»rtf\ tfU'WKS&ttCD l 4fc*ffll££tfCD 1 4 
tTLRiO»^ia««. 

(19) &&?mizm\z&r)fti8 t 2ntzTLR$:&mtz>mm\z, cdi4& 
mom® tttvmzfr&fr &*fe'?zxm&$t}%.iiiLffi&mm<Dz ?v-->y 

(2 0) ±13 (1 8) (1 9) ©^^U-=>^j*T?#SnfcftCDl 

4 C D 1 4 L < ttffi*mfc£to. 

(2 1) CD 1 4 1 TL R tO^If IJ^fM^t Lt^ Wgfflgii 
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HEK2 9 3«TLR4^SbT^^«T, HEKT4-1 4ttfc hT 
L R 4 »«l3S^t«AHEK 2 9 3iSBI&-e&5. 
?g2Htt. Fl 0 2 4-l-3$t#*«LPS/CD14K:J:*TLR4£fl--r 

*n f - k b om&fc&wmrz z. t *ja*uw* ^7 7 -ess. 
#*Wni»o;u^7xe>-*iaHfex 1 o o 

K530WU F 1 0 24-1-3WLPS/CD1 MZ&Zto&MI&VfD 1 
L- 6l4ffl»^it^77T**. c onA«3>hP-;HD7y h I g 

&4BM2, F 1 0 2 4-1- 3ft#©L PS/CD 1 4lt£#J§^&©rt&®B 

£5Bltt, CDH^IiMF ITC- LPSOiS^SF 1 0 24-1- 

Sg6Stt, F 1 0 2 4- 1- 3WCD 1 4 (1-3 5 6) ^<D&&%m.± 

Sf§7 0«, F 1 024- 1- 3K#©MCD1 4^*aaEfrt©|g^ett* 

fg80te, F 1 0 24- 1- 3ia#©&@CD 1 4 75 ©IS 
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KCDl4tt# (3ClO*J:ttMEM-l8) »Tfr^Western 

B 1 o t t i ng©»**si"HT**. 
LaneUDLane6JTWn, sCD1 4 (1-3 56) , s CD 1 
4 (1-3 0 7). SCD14 (1-28 5) , s CD 1 4 (1-246) . s 
CD 14 (1-18 3) , s CD 14 (1-15 2) £3 C 1 0**AfcT»« 

Ml OBtt, t hCD 1 4OC5HMH07Sy»ftX*LfcCD 1 4&«* 

mm<o i l- 6*4B«stt^-r^7 7T**. 

SCD1 4 (1-3 5 6) H^fiSfc |s Rr»ttCD14**r. 

s CD 1 4 (1-3 0 7) . s CD 1 4 (1-2 8 5) . s CD 14 (1-2 
46) % s CD 1 4 (1-183) IkZts CD 1 4 (1-152) «, *n*ft 
thCDl4ON*«l~3 0 7#e v N*iSl-2 8 5#| > N*38l~24 
6#g, N5Kl-183#|, N*jgl~l 5 2#e©7$y^#f5CD 

1 4aw*y^7>H*. *****ttscD i 4fi*HW2tt»AM®3 c 

10 *^«W***6fcF 1 0 3 3-3-l*5AROTl 0 2 5-3-l* 
5AICTWBU BNrLftBAtvT. 

iUg|ft s CD 1 4 (1-3 0 7) 075yit«|L&CD14att# 
U"W K©L P S/CD 1 4 fc*«ftAMft® I L -6MllS^ 
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s CD 1 4 (1-307) D2 84A, SCD14 (1-307) S286A 
RtfsCD1 4 (1-3 0 7) C2 8 7 Ate-W^fts CD 1 4 (1-3 0 7) 
®N*JHj&>5 2 8 4#g(Z)75/i?As p£A 1 at!, N5fc$B&fr£ 2 8 6#@© 
SerJAlall, Ri^N»&2 8 7#@©7i;iCy s $A 1 alCli 
tfcCD 1 4 'J ^7^ H £^1% 

il2iH s CD 1 4 (1-3 0 7) ©N»b2 8 6#l©75/tS 
e r£g&b£CDl 4&^#'J^7*3 i K0LP S/CD 1 4(CckSrt^M© 
I L-6g£ll#*g&£^-t7*7 7T?&3. 

s CD 1 4 (1-3 0 7) S 2 8 6A, sCD14 (1-30 7) S 2 8 6C 
RtfsCD1 4 (1-3 0 7) S 2 8 6G«-?-n j ?nsCD1 4 (1-3 0 7) 
©N*S*^ 2 8 6Sl07$ytS e r $A 1 a, Cys, RZfG \ y\ZWt& 
UfcCDH 'J H *mr, 

mi 3^te> CD 1 4Mtf U^7 p ^K©LPS£ t kS*fi3V7077--:>>© 
TNF a££IMFiSttS*?*^57T**. 

il4^ll CD14«#^'J^7*5 L KT$^sCD1 4 (1-3 0 7) S 

Sgl 5 0tt, B I AC ORE 3 0 0 0 £fflWTL P S/CD 1 4/TLR4- 
COS*t£#£^j££i*fct€r©S8£fi, F 1 0 2 4-1 -3ttfl*tt£Ufc£ 
*©TLR4-COSO»-&««W3S**^UfcHT»*. l/7^>XHk73 7 
lOOORU^l. 2ng«i$^77t^5. 

8!l 6Hte> B I AC ORE 3 0O0^TLPS/CDl 4/TLR4- 
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COS«M*m»*£*<z>|i*ft. CD14( s 2 8 6 c) ^TLR4- 
7^7WMD, 1 0 0 0 RU#1. 2ngO»m«t^7T 

*17Htt. CD14a3e#«J^^H ( s CD 1 4 (1-3 0 7) S286 
A) ©LPSi©»M8**Lfc||j||*ac'rHT*«. 

1180,1 tbm&&<DCDl 4#«J^^H«D^H s «*ttthCDl 4 
«# (3C10XtfMEM-l8> ftffltvrfr ,fcWe s t e r n Blot t 

L a n e 1 UftftAjfcflU: 0 3 C 1 0 *WfcJ:,TWIl&lM, L a n 
e 2 lift* A A» © 3 C 1 0 * y A ftftfl fc*SKF 1 0 3 3-3- 1*5AX 
F 1 0 2 5 - 3 - 1 *5AfcTft»U ftftlfclUOitftTftft. 

9Btt, tMifi^ocD14*iM^H0LPS/CD14l;^ 

1 4fi*HF«fi. M3tAifii»CD3 1 0*?Aftftft* S6 fc 
F 1 0 3 3 - 3 - 1 * ? Afttfp 1 0 2 5-3-1 * 5 AlCTllftU fcftLfc 

» 2 0 ftfe H E K T 4 - 1 4 fc*tf* I L - 8 ®ft*g£K:*r « F 1 0 2 
4-1-3&UTSCD1 4 (1-3 0 7) S 2 8 6C©«|»ft*jftLfc^ 7 
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BO I L - 8 /St#« *-^ttlfltft A#**J0«fO I L - 8 S£* x 

10 0 

m2lWHt, s CD 1 4 (1-3 0 7) OJSy^Iil/fcCDl 4&» 
'J^7^F» 3C 1 Ofcttt&tfF 1 0 2 4- 1 -3&ifc(DS t a phy 1 oc o 
ecus aureus cell suspendion/CD14l;i5U 

-37 3MGMmw<Di L-6m3i®.mm&z#7yr7ik?{f77-e&2>. 

g2 20tt. F1024-l-3»-f7, T*W;k £ 

%2 30&> F 1 0 2 4- 1 - 3^©^7lt^CD 1 4 <h©ii§££F 1 u o r 
o c y t om t r yMWlfc^^t^t- l^&S. 
^2 40H LPSlM»^^ll!ull* i e5 f ;HC*W'*F 1 024-1-3^* 

OTNF oft&WIHMSns zt^tifyy^^ 
8! 2 5B& LTA/P e pGaW^BWUttx^lC^JtSF 1 0 2 4- 

Ml 2 6H& LPS&ffi'ytt&lfamtTMZ&VZF 1 0 2 4- 1- 3i5i# 
0 ALT, * l^7^->©M^S$n-5 d t Z^Ttfy 

312 7 0tt. 7-?XX>K h+y>ya y^tr^OCD 1 4ft*#U'<5 r 
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**W©»-©«W4. gHJ.j## i {C fB«0 khCD14026B»*63i 
5#*TO«W©-«»trxeh--^| WfcBWLi CD 1 4 <hTLR£: 

DIHl CBi07S;M9Vtti: hCD 1 407§yiBrf*4 I Sfc 
BB*J##1 fclB*$ns 3 B67Vi*6ft«fifttkKD 1 4(D4«T 

z\z\x- rxtrh-yj ii«w«aHlT*D, ^<t#MS*)t^T§^« 

Ml*. 1~4H H*tt=««S WHt*-fl>5r-f7^y^ 199l«) 

«^«*^5y9Ma*xt;h-^-r*»&*t* < 6. 

rthCD14©269»*S31 5#*T©**©HM*trxeh-*j 
ttt. t ^CDl4©75y^i2J ! |(D2 6 9#*^3 15#^ft-r5Xtfh- 
7*<*3. ^tfxfcfh-^LT, ||fWo-»0i«L*:7$y9l*!»tf6 

CD 1 4<Z>2 6 9|»6 3 1 5#*TO«itfc#ar«|R0, m»L<a?* 
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<D7$;®<DM£b rt hCDl 4©2 6 9#*>6>3 1 5#*T©««©-»J 

££#5&BJ3©iri#tt> 2 6 9#fr£>3 1 5#^©^£#trXfcfh-7*£§§ 
fift-rsttfrfe^^n*. W^Ltf, bhCD14©2 6 9#^e>3 1 5#3n!©£l 
«©l£Lk©75/lB8a<i:* fchCD 1 4©2 6 9#^<=>3 1 5#£TJ£W© 

im<D&7 s y kss^j; o M&z nsx e h - ^fcttSttcBaw t>£ 

*tt#©SMIW**Xt!h-^k hCD14©269##6>31 5#£T©^ 

khCD14©2 6 9#^31 5»*T©<n«*qtr*i*)eo«iB€«<b*-B- 

*5891©*W*«* hKD14©269#*»6315 #*T©«Wt0-tt*# 
trxif h- ^t^JIWlcMIU khCD14i»^-r*. thCDHttts 
CD14*fcttmCDl 4*Wt)&Vi. ^^^-^©CD 1 4©2 6 9 

#a>6 3 l 5#*T©**'©-»**trxtrh--^ , &»ftWft:B«ir<5ttflc , b^ 

35*1*. «AtfsCD14tt, J^K^U mCD14tt7^D7 7-^fc# 
thCD14©269#A»S315 #£T©S*©-«&£ttX fcf h-7&& 

&m\z®mrztK* mx.\z> mfctzzmmGojsmtftmz. thCDi4 

©N*Sgl~3 1 5#B©75y»**T*T»I»tt#U'<^H (sCD14 ( 
1-315)) £tt8£"r*#'S CD 1 4 (1-2 6 8) t^L^^dtfCk 
0, *!J»rT?££. 
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*»«©&#«. khCD14©269#^631 SiSTOffiKlHKH 
tfX e h - ^ft1»J|«ft:B»r* Ct\Z£i), CD14<bTLR<>; 

cd 1 4ttm**&£&iteu ^-oifs^LfcCD 1 4/mni«it^ 

*%m<DtKm*. *#j^fc,kSfl|ftftttft£CD 1 4£TLR<!:©i|iiS-£r£|l 

rCD14iTLRiOtt^j «MKR9rr«&. CD14t«Bm#^ 
t^LitCD 1 4/IiiM»MiTLRi0^5. i iffift 
S&Mdfc, LPS, LTA«L<tt"WK*U*> (PGN) £L-<fcjtU#7 

«t#^fc*##T*«L PS/CD HttTLR, fcfcTLR 2fL<ttTLR 
4, i^TS^KcfcD, «S-v^^ft«W*. TLRK£D«^ 
xWWfcBSnSt, My D 8 8. I R AK&tfN I K£*lEi3LTNF- k 

*^T, LPS/CD14tTLRt©»#Oi»^*E*«.- 

r CD14tTLRt«>IS^tBiFr*«IBft#r*j CDHiTL 

012, 13, 14*fctt2 0©*fc«tD»«LWWr*c:i*JT#*. 
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ctt)A^^7^-fe-r^H*5^T«. ftftommtfl On g/mlOTT, 1 
iig/ml©LPS, 0. 5 m g/ml(Dfl.g£©CDl 4#ftTT©TL R8! 
M»NF-icB©Stt{b^b<ttI L-8g££3 0 %^±ffll$!|-r^^ 

Wfil dg/m 1«±T, 10ng/ral©LPS, 3 0 0ng/ralO» 
OCD1 4#ftTTfOrt&IHfi©I L-6«^&6 OXKTfcflliH'r*tt#*W 

CD1 4£TLR<h©SS£K:Wu iM*tt&:fi§6. ffiOH^S^rSiB^ 

^c«fi©H^^c«^:oett^$ni>^^^fe>n§. w«L<ttin v i 

t r oT»^«**©Jlil«#^'r»^'r5»&***W r 6n*. flAtf, MD2 
#&TT, TLR4^L<ttTLR402 »#©#lil#£;£ LfcNf 5 « 

T^n«iVi. «MLtfjiL*£l,<tt in v i t r oT*«ldtl**OJfii?f#aT 

t. cd 1 4 £tl r t©n^&ii«rr%«Mi**r *fitC D 1 4 «[#*miKf 6 

*mw<D&ifti!ficD 1 4tTLRi©tt^*a*-r*»iB&w-r*©tt, 
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*#CD 1 4iTLRt©ll#lcH»3*t**»irc*ft*6T**. £©£©t 
SCD1 402 6 9#^e»3 1 5#ST©«*0-«*^tfxeh-y*#||«) 
fcBaWSttfrtt. tt£*©tttt££ft d<hfC«l:0CD14<i:TLRi© 

cd 1 4£TLRt<om$\zwmmzmmtLT. xtrh-^t* 

t KCD 1 4©2 6 9#*>6 3 1 5#*TfcJ^fc**ft*tt###* 

u>. «fco»*LirJxt;h-^tr**«tt, uss^ioFi 024-1 -sa* 

tnfll©Xi;h-^»otU5Sfc*liT, kKCDl 4© 2 8 5#^63 1 
5#*T©««T*S. *fcff*L<tt, fchCD1402 6 9#*S3O7# 
£T©&«T*3. 

<te873/@m±T&5. £6fc:#i;L<fcL jg«L)t75/»&xeh-^ 

#3!9J©iiW*;«, ^JS^©F1 0 2 4-1- 3&ifttmffi<DJL\Zh-7 
&t$^>t^?WiZ&\,*T, t KCD1 4©2 8 5#^^,3 1 5#*T©fiMt©— 
»**tfXlf h-y*#HWtW|f «*t#«CD 1 4©2 
9 4#g©75/^P r oT?*SCtfcJ:-3T£fe.i;#5fi#«ifi©2 8 5#g 
©73/^0 3 1 5#B©73/»fc#«rr*xtrh-^BiH-<5. 
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5>-, F. 77>?Sg, £®f§> . iWO1402 9 4#@0Pro^ 
^>h5a-f->3 >?*;i£K«i:D$S£Lte<fc£)&*. £ttfclCD 1 4©£ 

#mm<&{tvtcz.ti>mm~c&z>* -?ts.t>*>. mm*. 2 9 4#g©7$/ 

r oT*&5;i£K:<fcoT£i;#£&#8ii£©2 8 5#g©7S/&ck9 3 

ti^©^£5Ki-ia#T*&nfcf> *»wrt*ns. 

BB^J#^ 2 fcEfW>75 y^E^Jfi. bhCD 1 402 6 9#Bj5>£>3 1 5# 
g©75/®E?>JTfc5. 

d ©K?>J#^ 2 (C§Btc©7$ / *EWO«*©-«^ t < tt^a** £ ft D . S 
^Lfc 6 &±©7 5 /g^TS^T^ K&fcffiflC£ bTffr&$nsia#te* * 
%W(D$imz$£nZ. $?£L<tefchCD14©2 8 5#Bfr£3 0 7#B£ 

•to«*©7 5 y g£B*j©-a&£ v < \*±mfr e> & a , s*i bfc 6 £U:©7 = / 

m&GtZ*?? KfcfcSEIKi: LTffr&£nfctrtfrc*&5o £fc^7*^ 

Off * L< 1 5 EU©75 "r*"W F&fcffiKfc LTfftfc 

*»W©ft#tt» CD14t»ftWCtt^-r4i:i:tCJ;0, CDHtTLR 
t ©«^*IB#-r*«fllSW-rs. CDl4t«sCD14 JfcttmCD 1 4 & 
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Tzm^Ztl*. A+fclWEr*8CD14fcTLRfcO«frtH 
tT*««m6ttfl«L<tt7^D77-5'«l:«EtSmCDl 4i:TL 

fc*Sft*. fchfldlttttt ttW^ 7l^A7-*tW#bh**T, *B 
**. fl«t*«#T*D. i«Fv (scFv) 7t-A«^»Fab7t 

SttO&SFab. Fab* . (Fab' ) , 1*0*****. **gfc«*ft«. 
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5 #^7?omoafie vtz 6 asu^ e>&5^:/?- k tfusmt lt%& vttm 

. s CD 1 4 (1-315) fc8£U s CD 1 4 (1-2 6 8) £tt|g 

<«, 2 8 5#A>£3 0 7#rT?©«*©»Lfc6«tt±fr&fc**:/^H* 

niC«P3, P3U1, SP2/0, NS-L YB 2/ORXfY 3 -Ag 1 , 

2, 3^©#§iaaBiia^sti5. 

tomt'jktoiDismzzQnfcsz tires z. ttmzm&n. set* 
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^Wt>lD-?«tOK^It Milstein^®#& (Methods in Enzym 
ol.,73# 3JC) $0&fc0#fc£m>Tfrfc5;i<i:#T££. 0j|*.fcf> gi^Jt 

hx^)jL^uyif^)u-)v (peg) ^ffl-r^^fcfam^^few^ 

»M*££PEG 0 0 0-4, 0 0 0) £&ffibTf?ft5# 

m^mmmtvx^^)V7,)vy^^Y (dmso) ^<Dmm\^mav 
3 7 1: \zmmi>tc p e g^^^^ Ltzmmzmu? z z\t\z&K>ffl]& 

5/^xy>^tf^ift (HATiSifc) ^©jliRiSifcT 1 B~7 B^lg*L. * 
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Wimz&zvxmmL. ^vmfc&ionzzttfx'tz. 
stz* tbftm£6mz>tfm%vttm (pnas, 97:722, 2000) zm^xitrnx 

#3. Tfcfc"£, £1*, Trans-chromosome) (Tc) V^TJi 
&m*><D%mzft\,\ kh2#&fe#$rtf- (IgiiK) £l4#&£#»rH- ( 
I gfi) Sr=^o-t;i/S!!^JCckOT^XESWC#AL, Joyner£ 

#^fe#»rit ( i g&gt/e) <t 1 4#^fe^K>t ( 1 smm) vmrnzmtz* 

Cape c ch i <bOl5& (Mol. Cell. Biol. 12:2919-2 
9 2 3, 1 9 9 2) fcft^rtBtt© I zW&iiKW&J v 97V VL1t?Zf)VK 
07^SfM«U khJftfeflcWM-*#AL/t*/9TC;^a:3SEE*^ kh2 
#&&#8rJt (Ig£«»c) fcl4«ftfi»»fM- (IgS«D S^*, l*lEtte> 
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2 5 

Tcv£;uc**«UfcCD14ft«5 0tf g*, ^-f^-Ty^zf-^K ( 
Titer Max Gold, CytRx 4t) ATlCtSteU 

*tg«#U 3B«fcfr5. Hewlett, »LfelWSBJja$Tr>^5XD-vM 
(SP2/0-Agl4) tfi^ft, PEG40 00 (Merck ) fc«k Difi^L 
> G4 18 (lmg/mL) ^tTHAT^«!fC«fc D/Vf?U 
. liillfc/W^UH-T^hMgGK^. RlgGftfl:, £xIgG2i5i 
ft. lal gG3ft#££teftI gG4ft#£2#ia#<hLT;^U-->^U 

cd 1 4 t«s^r*t hft#*ter*/w^u k-vswrt*. ssfcaas 

CDR^!7hftfc«k£hMtM#«Nature, 3 2 1:5 2 2, 
1 9 8 6 fclB*©#tt*fflV»Tfe«-e*3. $fck Mfctaftfit 
^ALfcv^7X^fflV»T J. Immuno 1. Me thod s 231:11, 
1 9 9 9fc|B«©^$ffi.ViT^8!T#5. t h/v*;*©**7$i#ttP r o 
c. Natl. Acad. Sci. 81:6851, 1984 K:B*©^r ft* 
ffl^T, 7 7-v^fttct^ftfiAnnu Rev. Immunol, 1 
2:43 3, 1 9 9 4$fflliT, Diabody. Tr i bodyROTe t r 
abodyfc£ScFv©2, 3Rtf4*#£/BUT, ^-ft^tlFEB S Let 
ter 454:90, 1999, Protein eg. 10:423, 19 
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9 7RtfFEBS. Letter 453:16 4, 1 9 9 9 KEtfcO^ft&ffl 

**KO»[#0»ffrT»*Fab, Fab* , (Fab' ) 2 (5JH 

tiHt&M&Zlttt&t LT. tt»-C££TS#i* (Nature 342: 
7 6, 1 9 8 9) > CHOflJfe, T?X$XD-V*fflfl& (SO) S0««JM&-e 
g£T (Biotechnology 36:35, 1994), 
«t»^Ofi4*"&*^tt (Nat. Biotechnol 17:456, 199 
9) ROf*»«*Cte***^tt (Science 240:1038, 198 

8) *amtf&n*. 

Krauts**. -«wcffiffl*n*^^K^ri5« 
, £H*t) *a«*if sfta. 

Wttf, 2 6 9#d»63 1 5#*TO«*©»KLfc6fla±075>'Bte&»& 
fcS^7^Kte4 3 2AS^:7>F£*£«£fflV>TFmo c«sK£0£jdcT£. 
TFACJ:*K««, ttfBA»&©18»r©&, CI 8 HPLC*7A (Capcell- 

pak , $t±m zm^rmmv. i«©^^K£w»T* 

■f y«J K-TF 1 0 2 4-l-3^jg^i"-5F 1 0 2 4 - 1 - 3*MfcW*tf 5ft 
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*. H— ?F1 0 2 4-l-3tt¥&l 2^9^ 2 9BtfttTB#S:£ 

«o < fcrmjic i ts i # 3 ^<Dm^Mm%mmmm^mm±^x^xm^ 

0 6 1), £S>K:¥J&1 3¥3£ 1 6 B^m.mm^m^mz^ Ltz 
ttf^FERM BP-7511)Lfc. 

^^m^^±ua(Dm^(Dfhm^rc^mz^mr$>^ *&, 

TA, P GNgU tt7-f n ^XT^tH^S^^CD 1 4©SBllgStt 
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1024-1-3 £i#£g£-f 7 V F1024-1-3 (g§£#^ 
P- 1 8 0 6 1) 

*589l©»=©»8tok SB^JS^ 1 fctB*© thCD14©269#^£31 
FT**. 

Uflltt, #389!©£=©I8«©#* 1/ H ©^3T«5-5. 

**W©^tt©»«tt> 3Wg«©S^-©^K:«B*Lfc£*i0T**. 

T, K©75 / ft£&£ttSffift©tttt££3IJa UT** U 7-£|gS2 

7 hAt y7-> (KLH) , ^□^D^U>^^«7^7;^5>^*ffl^ 
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**H©*acK cfc 0 f&*£ tt&afle*JC D 1 4 t T L R t ©»^*B*r 
##S9J©f[lH©*8&tt, CD14tTLRtO^Iit5H$tU & 

®S2^j#-^ i \z%m.<Dj ^ /KE9»j©N5ttSs*« i ~ 6 #i ©ti-rn^T* o , 

C*SS#2 4 6~3 0 6#@©(,rfn^©7S/&82?>J£;frT5, 

®S2?!l#^ 1 fc:E«©75 y RfiW©N*jB*J 1 - 6 #B©VvJ*tt*T* D > 
C^«^2 6 9-3 5 6#S©Vi-rtx^Ta&0, *O2 6 9-3 0 7#@©7$ 

OTfctt, thCD14#U^^K©75ySaEJ!l*^tL,TRWU th 
CD 1 4©75y»EW&4lfcCD 1 4 ©75 y«fl£ffrr* 
t h£W-©«JL»«©CD 1 4l?^TthCD 1 4©2 6 9#@^6 3 0 7# 

ra*©s&*&*r«sH"r»ntf» cDHiit h£W©&©cD 1 4 # y 
rcDi4asa»*#u^5 t Kj cdi 4 tfii'^K ©-«#** 1, 

fctfU^y^K CDI 4^U^y^H©7$y^©-^?ttj^L^'J^y^ 
KRtfCDl 4#»J^?Kfc75/»ftf#HiLfc#U^^H^*ti (& . £ 

*»9!©# U KttCD 1 4 £TL R i©tt^*IH*r*«t6*Wr*. 

cdi 4£TLRtomG*m.mTz®m\zwT<Dmm\t, *^w©^-©^ 
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U Ktt, T L R5SS«®Wtt5 3 0 %^±«l 

£ 0 Jl#l$&7 y -fe-f £ t^Tte, • # U H 10/ig/ml« 
TT. l//g/ra!0LPS, 0. 5tfg/mlO«0CD14#lETT© 
TLR58S«ia©NF-icBO«Stt^*U<ttI OX^ftHWr 

*£9JCD C D 1 4 iS3Cfl"H 'J H «> U H g#T«L P 

tztX\i, I L~6teCD«Jgk:^T. human 
IL-6 E I A kit(PE Biosystemstt) 
tt, tttHHI#£rF£tt5 Opg/ral fiTFT&S. 

*fewocDi4aac##u^? 1 Ktt. natt©LPs/cDi a\z 

J;DJ*#:«fc7ylM'*Ki5^Ttt, s|5'J^y^K©*ft*«3 OOng/ml 
£*±T, 10ng/ml©LPS, 3 0 0ng/ml©M<OCD14#ftT 
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™mmm i L - ««£* « o wmawr**., ^ u.. 

,W**»B«>CD14«»«B t . mn»S. C*a*t2 4 6#S~2 

#*^T**C*«24 6SS~2 8 5#B<D 
»4ft*. S6fcffSL<tt. C*W2 4 6M«Ut2 8B«rc»«#.; 

**-o*U*. *.7*/*«, Leu . Ala . CjrlfctttGIyC . 

»*«CDU««U^ WtW , J t0 «L< tt< C*»*<2 
8 4-3 S *o 2 8 4-2 8 HM,,^ 

**-«U*. * WS ^T W U„. Ala. Cy.«ft tt G,,M 



^CT/. 
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©ig£g&fete7~l 4#lRtf 5 7~6 4#S7rS0. *-©eW£©SB3Wi»i#5S 
«©#U</?Httll»aftW*. 

*56W©#U^^K»4» ^©&M£&frfcV>ieD, V>^&*iM»ft*WTt> 
«kK i«tiLT(t ^©ga^^»^«^fcttS5^©K^«©^«{c e b 
0 0* $ ft *»ST3 SWfigtt© & 3 # U ^ ^ H ©SilRi&g £ &&IR&© 

Tfetfl,W&:<Tt>J:V>. flgft©&* i;fc««&©«SmricfcJ:tf 
Ba^Jttc:ft&te©i&«i^©»JlM^3&^fc:J:oTt)fta:*fcie>. tfKIKJfcSft 
ft<^. ^©ffi©^*©#F#ii£LT«, Vm<D&&£W&%. 

iSLt LTtt, N*JBt> b < &C*Sg©7 5 y &tt««©^fil*T* «9 » 

5>, tf7>3#UT-, #>JU-;?>S©£j«H$HP. BSK, £*S«©35&# 
^ *;u*>«s©£g«tt*HF\ ^^^^©fc^HS&tf'J'^KK: 
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Proc. Natl. Acad. Sci. USA, 8 4, 1 48 7-1 4 9 1. 
1981) .-Biochemistry, 2 8, 6 6 1 9-6 6 2 4, 1 9 8 9 
) . 

riij tut ^^^^^^s^i^^^^^^^ 
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*56WO#'J^^Htt, CD 1 4 £TLR 

, T*te"6CD14tTLRt©tt^B«!|-e**. CCO^tlC^O, thCD 

fcV>. flIAtf, LTA, PGN, iJ*75K/7>t>lft<IW<3^X7 
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MXtt, t H**©fl!i©3«5^>/^s*#^^v»c:t^sMe^iWfc4 
**9!©»A©«tttt*5g9i©jBH©IB«©# y K£=i- FTSitfi 
—ftfc, 75/&£:j-K-f53t£^©DNA©hy:7Vy h f4, 

75 y»©s^fc«toT i 6 6 ass-e^ts c: t*j»snT^*©T 

tel88fc:f4|g££*ifcK ^T, ^^©jRU^^KSa-H-rsift^E 

*W©«Hrtfc**n«. *?£L<i4, *»H©it£rjPtt. *»W©#U^^ 
K*3-KT5JfcMai©3-&, EJ«^©|B?iJ##3©5' Sttl7 4S7fz 
>*6»*0 3' «7 2 2»5>*6 1 0 9 l#7x=>*T©EW*Sft« 
DNA©itfi^ ££f4SE3^©ie3Wi■2©5 , 74#7x->)fcS& 
£0 3 * 149 8 0#^7=>*6 1 2 4 1 #-> h ^>*T©EW*6tt*DNA 
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Rfcn-K"*"* hull's* h<Z>-S&£GCT<bL< «GCG (A 1 a©nH» 
, GGT (Gly(DDh*» , CTT (Leu©3H» £fc«TGT (Cys 
©3F» TM&LfcDNA<Dit£^T*&S. 

u xl, a^c d 1 4 1 t l r t©«^*a#r**tt*w-r*# u 

CD«fll^X>tt»* (SSC) , 5 0mMU>Wt (pH6. 5~6. 9) 
, 4 0# g+hHSTONA, 4te*K®x>/VH'h»tt (7t3"» OStt'fT 
, DNA©&SK?JK s fc9#»e>n5cDTm«£D 2 5TC«V>fifln?/Vf 
X£fT5Zl<»:T&$. J. (Sambrook J.) 

(Molecular Cloning: A Laboratory 
Manual, 2nd ed. , Cold Spring Harbor 
Laboratory, (New York), 1 9 8 9^ 

*%W0)fefcT- tec DNA, m&fcDNA£&tttl'h<Dm-&-&Ue>Wzm% 
iZZZf7^z/>if2tloZ>'(>hU>Z$tScDNAl?&?X$>^K L^L, 
ite^l¥«fcttJR^0Sft$J& i &. *»98©DN Att c D N AT?** il t 
£LV>. 

*56«t«tntf, -*58w©«Fa«e^©DNA»c»«"r*RNA, 
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*. **«®«ttWODNAt**llclttlttftDNARDfRNAfc*J. 

oTfc. CD1 4®«*fctt«»ft 3 - Krftafi y j j )DNA ^ trDNAt 
fclSiLTPCR (Polymerase Chain Reaction)^ 

A#Wfctt, *»W©«fi*0DNA*»2O-3 0*»*Sft*(fjtt: 
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■HHc»LT4MBO*ffi (Michael A I . M. P o 1 yme rase 
Chain Reaction, PCR Protocols, a guid 
e to methods and applications, 1 9 9 0, A 
cademic P r e s s , #B8) fclpftUTff "5 Hfcfc J:oT#5it*«T 

fc«kV». 975/S^Sfc5khCD14>>^;i'E3fl&WL 
EW*o.SW#^iON*SS*«i*»6i6Se)C*iS*«2 8 5#o<y>0^f 
hWfi^'J^fF, *fcttN*ar±l*»6Jfi*0C*«»*«3 0 7#D 
>TS/>©^^HE^5^*#U'<^r 5 T, 2 8 6*t'J>*75->Ct 
SIUfc#U^?-r s *3-K-r*DNAS'&tr»Waft#tt» TOfcl 2#3J! 1 
4 Btttf-C, B*S^*Sm^ < «TU^ 1 T§ 1 # 3 *©£*I*33WKfliW3W3f 
fcSFKU (^tt-£ngft#^P- 1 7 7 7 7*5cktfgf£#^P- 1 7 7 7 8) , 
S&CT&l 3^3^16 BttTIWttfr&HWttfcfMf (^Wn£f6#^ 
FERM BP-7 4 7 9*«ktfSK#*FERM BP-748 0) Lfc. 
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u k *^-\z^*&\z&mtt*\zm*% z. t**w>. 
z.tnz±?T, *Rww)^zr^\i*temm<D^mtLTmmom\zm 

ftira $ nrz t> ©t& o t fc cb in. 

^T#ftJtlMt *»W©«W©DNAfc, 3-x^>^7U-A 
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□ -Ff5:£SE?>h ffi^'J^y^F^-FTSiigE^h SIRi&ik 

E^©E?iJ##2©5' 7 4#7x->^e>^^0 3* ffi«7 2 2# 

«5' mtl 7 4#7f->*^?)3' *gte9 8 0#^7->^e> 12 4 1 

1 0 9 4#^7^>£T<DE?>J©7$ SmZ^-YtZ hVZfUy h©-SB£G 
CTfeKliGCG (A 1 a<DZi H» . GGT (G 1 y£0 H» > CTT ( 
Leutf>ziK» JfcttTGT (CysO^K» T'ii^nfcDN A^ii^^ 
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^WWfO*y^KOC3WWl 8 3^3 0 e#BO^WCD 1 
4W#U^h' Mc » 2 6 9 . 3 5 6#gWftmD( ^ 

ftCDl4W#. JWH «»m ! :fcW« 1 |«t*w« 
Wtt. UWT * C ^t« K t hCD 1 4©Me t G 1 u A r 
« Ala Ser Cys Leu Leu Leu Leu Leu Le 
u Pro Leu Val His Va 1 Ser Ala0fiW0 W 
A^^Kft3-Hr*W«|| (Goye , 6 , Nuclic Acid 
Research, 1 6 «. 4 173JC, 1 9 8 8*) W * Ul , 
*OHt. TNF^JJG-CSFOWM^K *M©7**.J7 

B *® 8 " 77 ^- («" factor) O^A^^K*3-Kf*B 
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^cos«JBtt^©«tt«»o« < &»47;i'3-;u**^^--e i (aoxd 

©/Dt-^- affyvKUX/D^— , SV4 OO^Dt— . SRa 
©yp^E-^-, ^dikMD>y->3>77^^-la (EF 1 a) ©7 
Pt-^-, IK M^pSM"^* (CMV) ©:/p*-*-fc£©Ey!l£¥tf 

*BW©«ifcA^**-©#*U*0!tt» ?g£©f!»£T5<>:. *389i©# 
U^^H*««r*J:5fc»«»ia*fcttM*©*^l6*»R<ElA*** 

, HfjhPHX SRT-^-jlfirffclP^T^yAfWlEW*. S&fclMMMB 
T*WBT*SV4 O©?^-*-, EFloOyot-^-, SRaO^ 
-*-£fctt, »«T«li-r*AOXl©^ , P ; E-^-*6WC, SV40O« 

ns. 

(Sambrook J. ^. Molecular Cloning, a 



WO 01/72993 

PCT/JPOl/02869 
4 3 

Laboratory Manual 2nd ed.,CoId Sprin 
g Harbor Laboratory, New York, 1 9 8 9, 

*>©-*?*>£<, *M«WHLT*J:K. ^^^-OfWtttftfcOtLTtt, p 
UC118, PBR322, pSV2-dhfr, pBluescriptll 
, PHIL-SI, AZapII, AgtlO, pAc 7 0 0, YRP17, p 
EF-BOS, pEFN-I I^jJUHfStlS. 

Wn£LT»COS«ft. CHOW, He LaiUK. NamalwalW 
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4 4 

^*^>/^»<D^^g»^V^c»{C, kf*7 (P i c h i a) g<Z)ft^> 
#in»^Pia^<»:^bTV^ Schizosaccharomyces p 
omb efcT&itTS 2: 

vomtvxte. v>vci i8t±mm> pet^t7rna^u^7— mm, 

(Ma j e r 1 e A. £» : P r o t a i n Expr. P 
uri f. , 17:96, 1999), pEF-BOSiCOS«W^ttC 
HO«fe YacW, AcNPVtSftt^ (^&E^I£l$*m Mfc^ 

x^a>h^«^^. *±a» 19 91, #pj &mz. 
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I— ~>3>£, ^Dhy^htt. 7**U«». U DE 
/\>V7y9 % ^±4. 199 1, #JR) »£*fcttiai*.***.-fc 

*£H©ffftCit#tt. #*L<fck *»!!©# U^^H««ST*»WB 

t>©**j:v>. Ji©<fc5ja:jgRtett#ftftffl-rntf, *»w©#U'<^h**« 
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4 6 

©*f§!l£fT5. 

£>rJK**- (Wills ky) *©^ft (J. Bac t e r i o 
1. , 1 2 7, 5 9 5-6 0 9, 1 9 7 6) fcJIDil/tfctfU^^FfcEJRf 

A, 1 9 9 2, #H) • 

ir«3 /3 — t>h-;u7^u;hes-^^, MMTv^Dt-^-®i^i;fsf+ 



WO 01/72993 ^ _ _ 

PCT/JPOl/02869 
4 7 

i ch i a) RBm&mmvfzm&mm&zvzmmmm&mt. 

t r P^BM-m*WADNA^Ti«W*|iJbaitPlt 
L (L _ Broth) T ^5. WJ g^ u *n*M9-CA©«*fc 

t*fc**0OD5 5O*#l~4 <?&t>**ftim) fc»Lfc»AT3/9- 
-f> K-/fcr* 'JM«i Owg/ml ift*J:e>fcWBWHH|»*ff 

aox i ^M-mswA^^^-Taroais^ W7 (P j 

ch i a) *©M*«lr>*«*CI!L BMGY«JtTn2BHM«ttU «* 

ef i ^a^^r^m^^cHom^m^m 
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u^rmmt^ wmt, i5i~ioxio ( mm/m i <Dmg.vmz.&&s 

>7JUX>h&#ttK:fc.&©*C. ^©RFjftn?**** J&LflPF£©D-MEMfcS! 

&-f£. £"=>K:§l#i^#, 2~3BP^©igg£fT?££tCck0ittgeft£'£tJ' 

3. jufrwcrau mxm. mnmmm, mm&vcmm, wwrnm* nmrnm 

*iO'l'*>5I««*lHil?l/a*W, fc*C J; DHP L C v^fA 

~t«\ «©#U^5 t Ht©Bfc^Sa«fcLT5B3l*-B:T'bJ:lr^ d©*^ 
ttfc >$©{t^Jt*:/D7T-W©S*TfflSUTi5«5e 
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4 9 

t^5»ff*|»H©i[aft^5ryyffijLtf±^ (Thomas Eg, J. M 
olecular Biology, 8 7, 5 6 3- 5 7 7, 1 9 74). 

mhv<\tifj-py^ imam, uamw, mmvw 

5%Tween80, 5 OmMh'j^igie (pH8. 0), 5mM EDTA, 
2mMjg7ESW^^X 0. 0 2mMMy;^ft>mi»I) * 

*v>f«. »«afrtLTmis*T^*«#icHu enseal©** 

Aft*&ft&*l5«£HFft3 6 ± 5 kD a©CD 1 4 

*fg§U©CD 1 4fi^mitt^HF*^»3 6 ± 5 kDat$5. 
**WOCD14ft»?«ttjMI*6#6tl5*. M^^ft^j £ 
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7ay5MB*B»-r*KCDl 4fit#*fflV»T?J»SCDl 4^5H t a#'J^ 
«fcDlllL4'©nJ^MCD14^:^a^'J^7'5 t h**#S. pJit^CD 1 4 

8V»TJto+®TOllCD 1 4i^^a^'J^7'5 L K©^.$:W^-r'S>^i:tC t k 

75y5feSS*»»"rsStCD14Si#:tt. mtf. 3C10, MEM- 1 8ia 

4tt#tt, F1 024-1-3, F 1 0 3 3-3-L F 1 0 2 5 - 3 - lttft 
F 1 0 3 3 - 3 - 1 Rtf F 1 0 2 5-3-1 ft#ft«*r*»Jl 
£&fttt, 1 1 ¥ 2 9 Btf ttRtPPfifc 1 1 ¥ 3 E 3 0 BttttT% B#@2c 

< rarruat i t g i # 3 ^o$4rx¥xftftw«Bi09rk:m u (^-n^ng 

K##P-1 72 0 7 3 50) , S&KlTOl 2*9J§ 1 

1 B ft 6 BMMFKKil * (-en-ettSKW FERM BP-729 
5R^3W»*FERM B P- 7 2 9 6 ) Lfc. 
Sfc, CD 1 4^:^H i a^e>a^ , ;^y5 1 H©!»M^ffl$tlTV^7jSO 

, ®%Mxmm* wmmm* n§mm&* u-?btf 
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**WO C D 1 4 fi*HWi, CD 1 4 £TLR ^OMftfiftt Sttftft* 
Tft*>t>CD14fcTLR£0|tefiMT**. £©£<hi;:J: 0, th 

cdi 4^r**w^*»iw-*i l ^ ji i Bftfrrft(0T< 
&cDi4o«Mttfis«»irr«. r&to-s, cn&**H£T*£aic*v» 

*»W0CD 1 4«»«ttJ:«l«j*6 CD 1 4©7* 

^HFMttsCD (1-2 8 5) tsCD (1-246) ©SHP*©IWfc 
**. ZCCiJlO. CD14ft«HP«f4CD14©N3Wittl-6#JBT*0 
. C*$S«2 4 6~2 8 5#ifi©roT*S. 

«. *6te*CDi4e#-ett, LPs#TFTrtAwiw-f h*-r>ftii 

»*f\ *HttOLP S/.CD 1 4 tiSrt^m©^ K*<>©je±*jqi« 
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5 2 

^®£^tf C DHtTLRt ©IS£B*SI"C* *• 
*»CD14tTLRt Cg^illli CD 1 4 £TL R<h ©8§£ &B 

*5gW©CD 1 4 tTLRt©«^Iifl!tt. CD 1 4jW»»TLRIC»#T 
*L<ttCD14*J*=*«^UTTLRfcllftWt* 

s&rt t ux. t l R58»«i&©«testt<fc* 3 o xa±iqw«B««*«»* 

U>. «k DWW&TvWJW^Ttt, B«K©«*e« 10m g/m 1 OT 
T% Ug/ml©LPS. 0. 5wg/ml©«OCD14#ftTT©T 
L F-kB ©JSttflSBrb < ttIL-8 £££ 3 0 XSUflMT* 

B*sa*#*bv>. c ko»^b<«, 4 o xttiamfftBftwe**. 
£l< us o xafc»*rr*B«iT**. *c»*b< «7 o xotuwr 

«B«(T!**. 

JWW5fc*3B9l©CD 1 4tTLRt©tS^B#>H©«tUT, *58W©»- 

+©*«©cd 1 4<K£*«a«*«f &n*. 

*58W©CD.14tTLRt©tt*fi«WttCD14fcTLRfc©lt^*B* 
-r^^«i:{w«t0, CD 1 4A>5TLR^©'>^l^i* t ll*** , l5fc*« TL 
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r. 

Tfcfcl,, **W©CD14tTLRt©|S*B««4, jnftttfttKfrr 
*«0«M!*fcttWtWfflTr**. MAO. JUuft. Wgj>J*T5\ AID 

s. asam*. mm. 7Hf-«i, 7w-^ ( 

t l p s % LTA^uttT^ 7*x*mwMnn *m*tutit*a <t a * 

«WW«+=0|itt, ««F|UIAttfcJ:Oflt*sft fcTLRWHH . (B 
Mfc, CD 1 4S^^^ $# ^ x g^ tf ^^^ CDX ^ u 

« 
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1 4, M*miz&&?z> s cd 1 4, zMmfcTtrnz-mzz offr&sns s 

CD 14^tf «H^bTt.^CD14«, a^atfe^Jw.to 
WC^$-&TfcJ:^. £fcsCD14te, ^< tfet hCD 1 4©2 6 9 
#A^3 15SmsCD14mil &WC'£oTt><fc^. CD 140 
S[#^ji©^O^T*, #£U<«CD 1 4£g-C&5. 

S^tmS. #£b<«> TLR 2» TLR4T&5. 

£7VTLR£fiSI-f siiMeiCD l 4iHa*&oT ! fe£^. 

m&?imKmz£r)ft&i£nTcTLRZ%m-rz>fflmz. cdi4r 

£<haW*lA>o CD14^{t^^ctD, «tt^^nfeCD14^TLR(C 

cdi 4%mtmn\ts cv\4tfe%?%z\t.\z&*), *g£#£*§^u c 
d 1 4*%mt?%®mzG?zmr&nttmzM%.i<ntii\,\ mz.&L?s 

jt^m^*^i:o^$nfcTLR«r^-r^>m^^ CD14R^ 
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^mm^z^xmmm^. cd i 4^L<m^mmxmz^ 

•7U-bKMM-** *fc»CDl 4#L<ttTLR«»r*«© i6 M W , 
»fi»IWAttlc*Oftirt*tl&TLRft«l-r*Wlfc, CD1 4ftCKHtt 

CD 1 4%mm%ZZtCD 1 4MlClftftSttft. CD 1 4ffftiHM«J: 
tfCD 1 4«itfi?l««tJ:0ffrtStlfcTLRft«S-r*«ftttt»S-B- 
CD 1 4«ttfc««* j;tfcD 1 4 &«EtMW««EttS«««C!)jm«l 

k 

ttMff»tt«ft*tlft». ttCD14tt<Mf©a#, CD14& 



ft* 
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(1) HEK2 9 3«ia«?KUSeFa*.J*AffitJ:OS««»CTLR&38SS 
tf. -«OLPStPj*SCD1 4 (1-3 5 6) £gsiJDU $&lCftR«9t 

*Mfe-rz>Rt> D (C ttrtON F-kB OiSttflS* >7 y -fe-f 

(2) CD1 4ijteT«ftAtfelC«kOffrtStlfcTLRfe58a-r*IBft©IS 

Oil«MftfflT*;frfc"e"bJ:V». M«BIACORE (e73 7tt) «(D«|Ui 

AttWKfcJU CD 1 4fc7V-h*fcttB IACORE8tO?y^±i:lffi 
ffcU fuCLPS. Jte^fi*>LtttJ;0^*nfcTLR*l8S'r*aiKR 

OCD 1 4^®IS*«, EL I S A*ST»4«Wl#» ftfflV>T**-r«*fctt 

TLRHiiaT*^. ^owtmzfffitz^mt vxmm-mm.^m^x 
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. CD14fcTLRt0iM*«WWU MftM4^CB*LT»ni£ 
« L < tt*®tt*B«®a«la6 CT, JftJUUBiMSKT* -5 L < «S 

iR-r*. *fe«cD i 4*u<ttTLRftjwr*«B©«ttfl:tii3rr*cfc 

WLtf, ±B (1) 0*t*.lr»Tf4» Ug/mI0LPS, 0. 5 W g/m 
1©CD14 (1-3 5 6) W&T?<DTLR%mm®<Dl1F-KBOMm% 
L<ttIL-8SE±£, lOtfg/mlKR 3 05K£U»wr*»tt*H* 

o 

^'J^^KiLTtt. CD 1 40)2 6 9#S*5 3 1 5#@07=- 
WKB4»t«lftCD 1 4»K »U<tt*©*»»a**&CD 1 

CD14©TLR-v©|»ftfi#r*JlitJ:0, JfakBBm«l^«. 
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58 

) fcJ:Df£HU )lft4fflt>tCOS-lii / vh7>^7x^'>3>l/CDl 

tmtlsTte* s CD 1 4 (2 6 9-3 1 5) *B«T*ift^ s CD 1 4 ( 
1-315) («WsCD1 4 (1-2 6 9) ttW»bftV4tlW*«W 

TieiwE«fecD5i0v Mi^F* F^y^xif-f >T*ilfc%> 

tsL&femrnz&ft-rz z tarn**-. 

CD 1 4tTLRtOiS^«tt*fc»*WO# l J^^^ l '< tt * 5fi *® 
»CD1 4fcTLR£©«£B#»5S** 4#WttffiS^fflit«t UT 

AfWMRSffiimtt. CD14tTLRt©^S, *»WO*U^^ 
F £ CD 1 4=gb < «T L R *fctt*5BWOtt#i: C D 1 4 
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f 3. 

zmutosmmfrz* cd i 4tTLRtms.mtsz.tmmi, 
tdzf* mmt, mmm*7>?j-7> h*7i-z btiztt 

7^ KOfittu >7**— >g C tfci,T, «79- KS 5 y 

«EfcH*a5tt©*tt*«ffl LT, CD 1 4*L<ttTLR©*>/t**0»* 

*Ktttt«t^arr*^^**3>tfa-^j; T . m»fDocK (un i v 

ersity of California, San Francisco, 
CA) . FlexX (Tripos, Inc. St. Louis, M 

-tfeWC**. ^©77-7D7t7»StLT, U#©Ava i 1 a 
ble Chemicals Directory (ACD) (MDL inf 
ormation systems, Inc., San Leandro, 
C A) fc£0fca«x-*^-*ftC a t a 1 y s t (Molecular 
Simulations Inc., Sandiego, CA) , Un i t 
y (Tripos, Inc. St. Louis, MO) *0V7h!7J 
TZmbT&mtZZtT. &ft?{£&Qo<D73-Zb> 7>^^zXhiS 
© 7 * -*X F 7 <f 75 »J pJ^T* 0 . J: < HSffrB fcfgg LoSit 
-&to*$mt*Ztifi!!ZZ>. 
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6 0 



*<om<Dtotvxs fts.ftmi&mz.msx* lu6\ (mo i ecu 

lar Simulations Inc., Sandiego, CA) , 
LeapFrog (Tripos, Inc. St. Louis, MO) 
ig©77 l^X7£&/8bT, -ffc£$>£cle n o v ofSfrUTVK Z\tb»l1fe 
X$>%. 

£ SK±ffi© H5y ^xlf-r >3Sfc«fc D*§6n, *569i©X* U 
2&©ft£$i> *BfJ©# U ^7*7- H*f L- < tt*58W««t#fc:ftat*W»* 3 * 

^iiw^-ti^^ cd 1 4tTLRt©tt^*B«rr*f^ffl**'r* 

#)K©S:#:W7 7 7 * 7 £ tifiXZZ, 

&mtZWm*3&nWzftmZs5mt\sX\t, Wltf. Catalyst 
^©77h7x7K:<fc9fT5;i£#-T!#5 

sfe, ::©±5fcUT#6nfca»stt&*T*<b^«t» cdi4, tlr 

z. t h pJ^Tab 0 , taftfrRlfc©^**!-*- P y v 
ztbx^Zo 
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> *E«lCke>, «HHfc*«©CD14d:TLRiOl»fi«H5>^^ij-- 

io, ooo ©fl:^*t>^sns. 

MftttJtatfchCDl 4©2 6 9#*S3 1 5#ST0**tffi 
4©2 6 9*^6 3 1 5#*T0«WR:ttSfP«-r**Rft«r*^ttT** 

o 

Xfil. t hCDl 4©2 6 9#^3 1 5#£T©M«©75 6 W±Hr 

M2. tUMMMtb hCD 14026 9#*& 3 1 SMTOtWlZttSM 

t hCD 1 4©2 6 9M6 3 1 5»rp©tW©75y»ft6RJ:flrti*U 
"WW* khCD14©269#*6315 #*T©«Wt©7 5 / tt« 6 « 
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ttttttKtfkhCDl 4©2 6 9#^£3 1 5#*T©m«»CffiSf^fflT^^ 
TOTT SIgfck RttRtffc hCD14©269#*>6315 #*T!©£ttfcffi 

#f£BJ©X*U-->^ftl;:£9, fBMKthCDl 4©2 6 9#fr£3 1 
5#*T©**fcffiSf1MBT*to*tf»ftT**. t hCD 1 4©2 6 9*fr& 

■fc-r«»rc*o. cdi 4©te©ge«i:ffis^ffl^iti^m^T^o, 

<hffiSf£fflT3^ltra:C.D 1 4t«i©Sa»t©ffiSf^ffl*Blf»r*»Hi:^* 

#}ft«:CDl 4<hTLR©*BSf^ffl^L<«^SrEa*-r<5o ^Oi^llCD 1 
4 ©«ffi*»l«rr**»t4ifcjfc^««M»©W»l«»t LTWffiT?**. T 

*»«©** y-=>#j5rttwu iv&k:. »jiw^tsaaajfc«©w»j8 

(1) iit#©X^U-->^ 

CDl4©269#g*^31 5#B*T©««lCffiS^ffl"r*, Tftfr^SE 
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*tt(D:*r, s CD 1 4 (1-3 5 6) £7>- McHftfcU &&ia#:£ 
*t««±«Mf©*flci:, 2 6 9- 3 1 5#B©4 7 7$ /&«fc DfUgSIUfcSfifc 
"^Kfcffi^U ^JnTS. 2 6 9-3 1 5#B©jg«£Barr3$t#fi, 
«^^HfcJtOH«©s CD1 4 (1-3 5 6) £©fc!f£jWl*£tt5©T, 
khCD14©269#jfc£31 5#*7?©«i*fcffiSffffi-rst«jrr5. 

CD 1 402 6 9-3 1 5SB0BB^J^^^y5 1 HS^l/- h 
KHUftU a^#ft*trJmfc»*©«#**iirr*. 2 6 9-3 1 5#S 
©EaSBtttSiKflett. KfctlfW-*©T, thCD14©269 

**»6 3 1 5#*T©««KftSffffl-rst*iJ«r*. 

■nm> :CD14©l-268#i ©E#l S^^jsK^^ K t C D 1 4 © 1 
-3 1 5#B©E«l*«f^j«^^K*-tn-fn^U-McHffifl:L, Ifc&ia 
#&$tS%m±m^<Di&fc&WiiJBTZ. 2 6 9-3 1 5#B©Mi££§gi&-f Sift 
1-268 #B ©ffi^JSr^O^^^ H £ tttt^&r, 1 - 3 1 5 #e 
©EHfclfrSfcjft'W H t«g^-T5©T, tKCD14©269#^e>315 

#*T©m«cfflsM-r5t*ij^rs. 

(2) fi^^flS#ft©^^U-->if 

CD 1 4 ©2 6 9 #1*^3 1 5#l£-C©**Kffi5flUflf SfcJHPfcfcfc 
i&nSWft^ll CD 1 4©7lf-X MStt£L<tt7>*=f=* h 
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»:BIACORE2000 (t*737tt) -Of-V 7±tC s CD 1 4 ( 
1-268) tsCDH (1-315) £^*Ve*ftSiJ* KSffiffcU 
^{fc^tl^flDTS. CD 1 4 (1-2 6 8) t\tm^-T. s CD 1 4 (1- 

3 15) £^£-t<S&&£> WMMttifc:hCD1402 6 9#*&3 15# 
^TOM^ffiS^ffl-r^t^-r^. Z\<DZ.t\Z, s C D 1 4 (1-3 15) 
tlg-&T-5^^^#)^2 6 9#Bfr£3 1 5#@©75/mo«^^ 

fntt £ 5 £ «t I'T 

CD1 4©2 6 9#Bfr6 3 1 5fB^©75 yg££^tr s CD 1 

4 (1-3 5 6) fc:7V-hK:Hffifl;U Wfcffi#^£tt£»lnl'Rfc£-B:5 

*fcF1 0 24-l-3tt#*tRJBU thCD14©2 6 9»*» 

63 1 5#*TO«WtlC«Sflsffl«WMI»Mtt» sCD14 (1-3 56)^ 
OF 1 0 2 4 - l-3©|g<&£B«f*©T?, MWthCD 1 4©2 6 9 

cDi4©*«*a»r*^s* i *iiBT*^t« s T?**. #sg9i© 

$ 6IC*»Wtt» CD 1 47>^^X h«tt*fcttCD 1 4 7^X h<£#g 
Sr^rTSCD 1 4eJc^©^^U-^>^^ ! t^1"^. 
CD 1 47>*=*-X h***fcttCD 1 47=f=* hii^ttSCD 1 4 
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XS1. LPS, CD1 4^^LT^V«t^M^-a-5. 

I§2 - LPS, &&#>5f, CD14£&&$-ti-5 e 

LPS, 



I«2. I^^T, CD14«fcbTtt, «KcJ»l,W*CD 1 4. jfc* 

^fc#«-r§ s cd 1 4, *fcaatwiuiAtticj : ofisrt S n« scdi^ 
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2 T7 =f-X hffrB ££T*8tt4M?tt, C D 1 4 7 =f- X h t LTifc 

ftfciitCD 1 4ia#:, CD 1 4WgL<ttfi^ft^lT^, 
*5SWO»+-©»»OtltC D 1 4 ttfc C D 1 4 L < «<BaHNfr& 

©»+-©«*©tftCD 1 4fft#. CDl 4afc£#£b<«&#^fc£%Wu * 

*%w<Dm-t=<Dwmit> cd 1 4 tTL r tvmG®mM&%%}tiiftt vx 
xmivmmmimz^nzcv 1 4 £tlr cd 1 4 

TTLRk:tt^ua^w*»j«r*^t*&B^*WT*n«»fciB«$n 
*^<z)E^m^^^n^cD 1 4£TLR£©tt£«#aitt, 

(btT. TLR»Sttte©«IfifiHtft*3 0XK±«iW1-**fli*«»*L^. «fc 
(3*fl45a7yt'f^l:*^TIt BMoafttfl O tf g/ml OTT, 1 u 
g/ml©LPS, 0. 5 g/m 1 ©M©CD 1 4#fiT?OTLRfgi 
fflJ&©NF-KB<0fiH4fl:gl/<ttI L-8g££3 0 Xfith»«rr**«3Wff 
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*i^MM|5l;^0i LT££*l* CD14«hTLR<!:0 

t hCD 1 4t^L&«WSttfl 5 fci«jB Mfl!)mfc ^^ T4 CD 1 4 £T 
L R £ OMMMItt CDHtTLRi ©&£ ft HfS Zt\Z£K). CD 1 

kfic*jit**. jttiue, my 97?. aids. m 
lift, rhtr-ttRji, 7vn#-m&s 

7, ?B«ft, ^jfiflE. e«M4>£, Jfe/jN«M^, ~> 3y 

£fte>©£€©+Tt>, LPSdtH#-r*^7AftttlBrt|*ft, LTASL<(i 

3ftttoiH!^ttfKl:« m « a Tfcto*, cti&0M®fttt#Sti 
fei:*«KttJttfLfct*©i&«3a*©^sr, J&LflCLPS, LTAgL 
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CD 14 tTL R tO^If i^M^t LT^T'^nil MM 

»jRSd> tomm. wa/SM, BfcBfrjh 

ak.wau ?utat Hiswfcfflv»&n*iiys&»ttE©st ( 

fclAtf, *%&<D&i#.*1f®J&ftt-rZ>t&Z&. 0. lmg/kgW 
»$LK <fcD#3;L<W:l~l 0mg/kgO^lT*255. #5IHJ©E3i£ii& 

LTtt«*tf. &T&#. 

mm^oi omg/kgg4m 
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*. ft*, TLR4*, TOLL 4 (To 1 1 4) tWrtr*Z.ttfih*. 

mmmi) 

•WlthCDl^D^Mt^cio (ATCCfcDHAU** 

(Hi trap NHS-ac t i vated) (7T^A- 77 ;PTv7) 

OT-^7;HcL^^|f ( ^L, 3 C 1 0**77=5V-*:7A«W 
Lfc„ 

t^^l^U ^TU>S»( P H7. 4) CKT, PBStl3« 

«2 8 OnmCWMWKTUfco^^ 0 lM^ijy>i|ii 
ff* (PH3. 0) *HlrVC**A*s* au ^77D- (^-*v>a 

PBSTSm ^>/^^t52 8 0nra«g : 10. D. 
= lmg/ml) ctOStHLfc. MOTittBCD 1 4»2 0 0 # g* 
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SDS-PAGE##r£<i:9£j5 5 kD®/t>F&«HBUfc. 
(2) [tfiCDl 4*:;9U-i-)Vtim<DWim 

Wistar7";h (SLC<kO»A) *Z8m$<D7v h/1y Kiel 0 0m 
g©»S!pJMCD14t7P-1'>h*^7^aLA*>h (Difco ) tSrl^lT 

^^nfc'J>/^^T^7X^XD-T«SP2/0-Ag 1 4 (ATCC) t 5 
*flT-jg'&b#'JX5 1 l/>^'J=i-;H 5 0 0 (Sigma) fcJBHTSfcSER* • =F 
*3t/¥ r»0n->ttfl*iU§flsAnj 8 1 9 9 1¥ dttttt) K 

, ^S^Vtttfl OXKMWlfll/RPMI 1 6 4 0fcJgiSU VGt&V-Y 
(Nunc) iCjfSLfco 
5%COz , 3 7"C©fc#TT!«*U *J»tT< */W^U K-T*WC 

*HI&«6^3&* & lfilW«K:««±fII*U->^U >f U *OT*fflCD 1 4£@ 
fflftLfc^-hTCD 1 4Kiig£T5ft#£g£T3/W:/ , J K-T***U 
-X>^Lfc. *-fcfc^ »«?I*SCD14*l/£g/mLTf^-h (Maxi 
sorp. Nunc) fcBffiffcU 0. l%0'>7)V^S.>^t5PBSVZfny^>if 
Lfc. *KJB*±J*£SaniU 3 7*CTl«FMR«?$-&fca, 0. 0 5%Twe 
en-2 0*£tr0. 9 

&$XMZ*)V**i'?-VmMft7yb^2*;?n7 l )>&ift (DAKO) 
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fciaCD 1 4^MA-r^iJ K— V t VTMR Lfc„ 

Jfefc/W^U F-Tftl OX#«>IMeA***trRPMI 1 640Tig*Lfc 
WISSEMKUIybridoiia-SFM (Gibco ) T8ttt££€?rK ^E/^n— 

G#5A (Prosep-G, SU#7) T»«U 1 7@^©»Mt hCD 1 4fcvfc 
(*1MI2) 

(i) [x^u-->^m©ffr&] 

®bHTLR4^^^5 KOiS 

thTLR4 cDNAtt»R**#»2. 5kb<fc9&3fcfc (Genb 
ank accession No. AF 1 7 7 6 5) , TLR4 c DNAC9 
if u-->>f\z 5* mmi. lkb*W3' «J|2. 3kb*»J*fcffo 

tKTLR4©cDNA*TBB©^SCT^O-->^tfc. thTLR4^ 
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;APJ (GenBank:accession No. AF177765) 
«fcD, -t>X^^^-l <ffi#l##7) . -fe>*:/7>f?-2 (gB?iJ#^8) 

7>J##10) ^ISS-Lfco t>777-f7-lt7>?-t>xy7-f7- 
l£J3V\ human lung cDNA (CLONTECHtt) *mmz. 
Pyrobest DNA Polymerase (TaKaRatt) lC<fc9 9 
8tn?10#» 5 5t:T-3 0#, 7 2t:Tl#©lM?;i'£3 OBISOjIU P 
CRS&fcrr^*:. Pl^{C-fe>7 > ^7-1'T-2<i:7>5 L -fe>7 > y7< , 7- 
2$ffl^T, human spleen cDNA (CLONTECHtt) $H 
SKPCR£frofc. »&nfc**ve*l»l. lkb, mz. 3kbODNA$r 
H-£T4 polynucleotide kinase (TaKa Ratt) *C 
5' mi%*V>mtVtco ^^-tLtpB luescr iptHSK 

(+) (STRATGENEt) §EcoRVtIT», 18 'J >SKfc£fT oT 
ISSU ±IBPCRS*&-tn-^ni igati onW;, 3>fc?^> 
htJUM10 9 (TaKa Rat) HftlCfcTTrans form 

at ion^U TLR4 cDNA©5' W<Dmfr*ftOZf ; 77.S. h* (pT4 
5F) Rtf3' ffi!l©77^>h^try^X5 H (pT4 3F) 'A\Z 
PT45Fi&XhoItEcoRIT, pT4 3 F$Ec oR I tH i ndffll: 
ouble digest ion U pBluescriptllS 
K (+) OXh o I /H i n dlDIM blZ^XLfz (three way li 
gat ion) . J M 1 0 9 £ t rans format i onTS^ifCioT 
t KTLR4 cDNAig^tr^77$h'pBTLR4^#fc. pBTLR 
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4<Dn\®M*mmi>tz£Z.?>. thTLR4 $VAE?90e xonSE^Jt- 
»Ufc. *6fckhTLR4*Rl?Lft*«ftT?38SS'&5fc«>fc. p BTL R 4 
J: 0 H i n d III ICT k h T L R 4 cDNASWOHJU pcDNA3. 1 (- 
) (I nv i t r ogentt) ©H i ndffl*«f McffALfc. JM109£t 
r an s f o rma t i onlTt hTLR4ft«*L»*IBJ»-e»a3r«^5 
75 KpcDNAT4£#fc. 

©k h t l r 4 wmm^mmtL 

PcDNAT4*tM&i6»K**iWI&l*HEK2 9 3 tCTIB©^j4fCT 
X7i^y3>Lfc. ip-^, 25/ilOFuGENE6 (D'r>a-y<7^; 
75^y77ft) £6. 3 MgOp cDNAT4Sr^#7 p a hn-;i/t^oT|g 
£Lfc&fc, 7 5 cm 2 ©;P-77XHfc:-fe53>7;i'X>HcJiJtLfcHEK 
2 9 3<fflia^jDUfc. »lliaS;i/-777li«kl3i!lfilL, 9 6 we 1 1 - 

Platefc250cel 1 s/we 1 1 rr>J#*fc:feLfc. S&fc*©SBC 
2rag/ra 1 ©G-4 1 8£i£JnU «*3~4B*K:*I«*1. 2 
mg/m 1 ©G-4 1 8 ££tf#«n^Ji&»&fr^ 2 0 BMSftttttfefrt) 
fc. f»fcttfcG-4 1 8»tt*D-->2 48cfcO^T, #{CLPS/sCDl 4 
IZttT&fog&Zm^rz. 2 4«©=&7o->£2 4we 1 1-plate^ 
n^tl2. 0 x l 0 5 eel 1 s/we 1 I TttA&A/£. 3 7*C, 5% CO 
j t-lSSiLfci, lwe 1 l*fc0 5 Ong©pNF/cB-Luc (CL 
ONTECHit) tl^ l©FuGENE6©«£«*j6iDU *&fc2 4«PM 
0. 5/tg/ml©sCD1 4. (1-3 5 6) (fE83rfttt£lfcft 8 
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\zmwo tug/mi ©LP soa^«**ijpi/TJW«*fTo/t. emmuz 

, ««±ft*KSiLv *ffl!&£P BS" fcTftfrU Passive lysis 
Bufer (P r ome g alt) 10 0m 1/we 1 1 KT«BJ!&£i§#Lfc. 
ffll&ffltt]tt2 0 u 1 t©;k>7i5- t?f§tt£L uciferase Assa 
y Substrate (P r ome g aft) £fflV>T$!l;fcL-£:. Mfe\Z\Z 1 4 

2 0 ARVOsx7J^7^M^>^- (Wa 1 lactt) ftffl^fc. -t© 
mk. WW4ffl**lc;^7x9— tf«tt**r^P->HEKT4-14«H 
fc. W« HEK2 9 3*fflUTra«fl!)||»€fT-pfc^ ;U->7x7~«£tttt* 
BT?*^ofc. HEKT4-14T©LPS/sCDl 4Ci*^7i7- 
1flSttl»»a«aLT^*TLR4fc«#UT^ (01) . 

(2) [thCDl 4ft#KMT5JfcJk£teg?I£©X* U-~>^] 
HEKT4- 1 4iTO£l 0 %«F B S $tODMEMigiMl. 1 
x 1 0 5 *ffljfc/we 1 lT24we 1 1-plat e 5%C0 2 , 

3 7T:©ft#Tr2 4WHBHMtL&. FuGENE6»T, U#- 
^-v->pNF/eB-Luc (CLONTECHlt) SlOOng/well 
®XL, $6C2 4RfW«§t*«ttfc. UMl Atg/ml ©LPS (E. c 
oli 055:B5, Difco ft) . &ig&0. 5wg/ml©sCDl 

4 (1-3 5 6) *6CttCDl 48t#3Cl 0**W4SSl6fl lTfcStt&tt 
CD 1 4tttt«KSft 1-IOm g/m 1 SsJnU 6l*ra***ttttfc«fc. fffi 
0g£Passive Lysis Buffer (Promegaft) Ti^L 
, Luc i f erase Luciferase Assay Subst 
rate (P r ome gait) &m^Tmtt<D7uh3—)UzVfzi>t?TWfcls 
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tt*WU*T, NF-kB Mttftfttt 7 5 *fiik Vtc F 1 0 2 4 - 1 - 3 ftfr 

*fcF 1 0 24-l-3a#O7-fy^ft R at Mo n o AB ID/ 
SP^h (ZYMED&) ta^Wlf^LfcfcC*. i gG1/m 

GfeS6093) 

Fl 0 2 4-l-3tt#OlL-6jli<fe8a«SHt 

thifMiHUVEC (H^M^ft) to. 0 5% hU^» 0 . 5 
3mM EDTAHOPBS-TIBH. ttkhA||J:D«CDl4«« 
*^JWCD14*|«fLfc«*2XttrRPMI 1 640*i (if 
(OT, 2XCD14w/oHS/RPMIi«E)|:TML 
. 5xi0<«/Well (50M/Well)Tf96->z^-Hct 
3 7 5 % C O 2 ©fc#TC 2 4 W«# L&. 
TOfflCD 1 4 WSLfcfc HUH* 1 4 %#tfR PM I 1 6 4 0*tt£ 1 0 
Ml. 120ng/ml©LPS (E. c o 1 i 0 5 5 :B5. Di f cot 
) lOtfl, 3. 6 tf g/ml0A^«|| CD14$1O/i K saCg Q 

Ong/ml0FiO24-l-3»/ctt3ClO^4O W imTi 
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I L-6«ttkh I L-6 E 1 hmtt(D7nhn-Mzm\ ft 
?tz. EP£> ^±mi0 0M l£IL-6ia#@ffi<fc7V--M3&U 3 7*0 
T6 0#P^-f>*a^-v'3>l'fc. •£©&, £«£Rfc*b 4 0 0 u 1 /We 
11 ©Wash Buffer 2T40i5fe#U 1 0 0 m 1 /^xJUftafc b 
I L-6£i#£8s;(JDL-3 7^ 3 0^W-r>^ai^-i y3>Zftotz. 

400til/We 1 lOWash Buffer 2T4Ie]^#Lfc^ 

fc'^iitbfcx h v-J h7W>®m* ioo/i i/wei up 

$e>H3 7'C, 3 0#P«.M>*:i^-^3>£rrofc. 
ffifr&fg&SS (TMB) $100fil/Wel 1 i&fraL^STr 1 5»SJS^ 
#jtm 0 0^1 /We 1 1 SinASfS&^lkLfc, 4 5 0 nmO 
&*©©ftg£$l£U 1*->:/;i/*© I L - 6 ©g£S£gfiJ U£. ft*3, 3> 
ho-JUfit#©9y h I gG*5<fctf 3 C 1 OttffttSHWftSttfflUfc. 

*©>&PII&0 3 K^T. ft#£in;Ui:V>££©I L-6g£S£l 0 0%<hL 
fc. F1024-1-3 fct&Rtf 3 CIO £t#K I L-6 jt^BSSHt^B* 5 
ftfc**, u>hP-;Ptt*H6ftl^©I L-6g££Jt!|&LT, Fl 0 24-1- 
3i5x#«0. 3 ft g/mL"e5 0%^5rffi#-r^©^bT3C 1 Oifttttel 

o %-c& o, F1024-1-3 tt#ttrt&«ia©«tt^ H*-f >m%.mm 
»3ci o^iotgnx^s^t^^j&^^-pfc. 
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F1024— 1 — 3 a#o L PS/CD14 ftft*XM«0 I L - 6 ft£* 

SWtWStH^thjMfrtAMBHuvEC CHXMftft) «U 5x 
1 0 < «/w e 11 (50M/Well)T96 *x*7l— Mz«A&* 
3 7-C. 5%CO, ©**TT2 4*B**l,fc. TOHCD 1 4*»*Utfc 
H*»*14X*trRPMH640««*lOi E .l, 120ng/ml©LP 
S (E. col i 0 6 5.-B5. Difcott) 10*1, 3.' B^g/ml 

®jfrtA*macD i4*io/ti aau 3 zrFUMn-f >*^—> 3 

>LTLPS/CD1 4«4#t9*3tt*. *0ftLPS/CD 1 4fl^C 
900ng/ml©F1 024-l-3^li3Cl 0tt*4 0/cl«M 

ML- 6 EIA* y K7^H /t^ WA XI) Tlttlfc. 

ofc. ft*, 3>hD-JWt#O^H gG (conAb) * W 3C10tt 

fc. Fl 024-1- 3»*ttIL-6»fi«Stt*W*6tl«:«t, 3C10 
*«43>hD-*tt 4 Ctp Wurc<s0i LPS/CD1 ItMHMlTtti 
L-6©l»W^^^^, fce K±©jft,fcD, Fl 02 4-1-3 
»^ttOLPS/CD 1 4tt4^m?fcftfttt*f MK>*£feH 
mftttfeD. L^TtTfcLPSWCrttiA^oit. Tftfc** 
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tz. 



mm® 5) 

F 1 O 2 4 - 1 - 3 tn&VL PS/CD1 4^W^(D^U.m 
Mm&±<DCD 1 4<hLPS(9ii££t;:2frS£iCD 1 4ia#tf>f^K^T, 
7D-U--f hU- (F 1 ow c y t ome t r y) mz& D^Srff z>tz 

o 

fchJgS£3Mfflj&1*THP-l£4Ong/ml0l a, 2 5 -S>fc Ka*->£* 
5> (d i hyd r oxy v i t am i n) D3 (7t3yffi 8IW&^ 
L, 1 0/ig/mlO^CD14iri^ (3C10£5V>te 

Fl 0 24-1 -3ia#) «*tH^*fcW**ft^«* (10%FBS£#tfR 
PMI 1 64 0) *plCT3 7t:, 3 0^B'f>*a^-'>3>l/&. ^O&tC, 
FITCgHLPS (S i gmaffi 1 n g/m 1 T**lU 3 7 XT? 

5#fpK>*:x^-~>3>L;fc. a^{C^*©^LfcRP 
MI 1 6 4 0^tfJ**Jnb. FACSCa 1 i bur (BDtt) Sffl^flfcfcSlflE 

fif**H5K*"r. H5K:^r«fc"5K:, LPSOCD 1 4l*6-lC£'9TM£ 

n*»swa*ja«. 3 c 1 0 mmz^o^zmm^tiftffi, f 1 0 2 4 - 1 - 

3-e\mftmzLfrmMZtl?s F 1 024-l-3^iLPSOCD14^ 



(§ttB096) 
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f i o 2 4 - 1 -3tm<DBmm<om«r 

Mm CDl4C**tttej: 4tm CDl47 $ ;tg^ 
(1) [CD1 4^^\i<7)mm] 
1) . ^KB Qe»ft« 12) , 

Wl 5) t^,^ (4 3 2A< 7y ^ HA , 

H> «OIHL**». C 18«A (CAPCELL-PAK , **WcHPLC 
fcJ:0»«L*:. ttftMCBRU **«|*U » T10 

mg/ml fc**Lfc. 

(2) t hCD 1 4©T5/«***i, fc cD 1 4«# ( t hWcD x 4 

TfcfcS, thCD14OC5WIJ:0«l«i4 9. 5 6, 6 1. 6 6, 7 1 
• HO. 1 73. 20475^^^im^(OTsCD14 (1 
-3 0 7), s CD 1 4 (1-300), sC Dl 4 (1-2 9 5), sCDl 
4 (1-2 90), s CD 1 4 (1-2 8 5), s CD 1 4 (1-246), s 
CD14U-188K SCD14(1-152)) (sCD14(l- 3 0 
7) tt. ■Wltt^CDl4ON«i^80 7#B(D7^»«t 
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o 

s CD 1 4 (1-3 0 7) ©75yftEW«k0-»O75/**X** 
l3:fcMfchiaa^CDl4K*&g# (£TF, *&SB#£AT**T) A 7-1 
1, A57-64, A 1 8 0-2 34, A2 3 5-2 8 2, A1 80-282S 
iiMfc«mT«S*«^^5h-tt«li«9- (1) 075/imtfei&£# 

«, A7-1 llCWCtt-fe>X^'fT-3 (SB^J#^16) £7>5H:>* 
^^^-3 (E?J#^17) fttf-fc>*7?-f^-4 (E2W##18) £7> 
^■fe>*7 r 7'f?-4 (E»#19) ft, A 5 7-6 4{COViTt±"t>^^7 
-f?-3£7>^-fe>X77'f?-5 (E?'J#^2 0) 
(E?J#^2 1) fc7>?-fe>*:/5-fT-4ft, A 1 80-2 34lCOViTtt 
•fe>X^-fV-3t7>^-k>X^<-7-6 (11^2 2) Rtf-fe>X7 
7^-7-6 (E^JS^2 3) t7>5 t -fe>^^7'f7~4ft, A235-282 
fcWTI«>X7*^-3*7>«>X:7>f-*-7 <E*»*2 4> R 
l):t>xyMT-7 (E5»J##2 5) i:7>ft>X77-fT-4*, A18 

^2 6) Rtf-fc>*:/5-f7-8 (E^J##2 7) tTlttW?^ T-4 

ft^-n^nfflv^c. *t#6nfc^^sHft**«9- < 2 > cos 

CD 1 4Bfe3K#©56Mft, SithCDl 4^ftffl^fcE I AKTMXSUfc 
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PH8. 3©10mM NaHCO, «Wfc T 2 0 OftWRLfc 
«CD14tt«MEM-18 (MONOSAN ft) *9 6*x*^-h (M 
axi sorp, Nunc© fC50/zl/Wel i*tou 4tfcT-H» 
SLfc. K*fcTft»U 0. 5XBSA**tTPBS- WDy* 

*5 0nl/wel.l«nu 2 6CT6 04W-r> +a ^g>Lft«fc,. 
0. 1% Tween2 0ft#tfPBS"T3H»im. 1. O tf g/ml0H 
RP-conjugated 3 C 1 0ft#5 0 /* 1/We 1 1 *«UnU 25 
tT60^K>^-> 3 >^ fct o. 1% T ween2 0ft*tTP 

bs- TSBftm. %mn (tub) sso* i/we i iwniroa 

0»S**«fc«fc. Mtt (iNil) BOM/Well tft*£*ftffjh 
4 5 0 nm^ofttttiKu *>:/*©CD 1 

CD 1 4***©*KF««fc hCD 2 4ftfr (3 c j 0 ^ EM _ 
18) ft/l^^dr^Dy^^fciowg^ Tft*)*ftCD14 
M»30ngA-^sDS-polyacryIamIde gradi 
ent gel (5-20X ATTOtt) TtJHMIU PVDFi (a* 
5'J*:rtB-fc*>/t**tS*t,fc* 0. 5% X*AS^»DPBS 
3 0ml fcT*MT 1 l»n^ D y * > ya6 *fr K i o tf g/ m i © 3 C 1 0 
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fcitf 1 0 0<&#R©MEM- 1 8*mmVT£M.'Vim®RfaZ-&1t. Sfcfc 
HRP-c on j uga t e dft^X I 0MSlRfo2'&1t& 
, ECL^yh (Amersham Pharmacia B i o t e c htt) 

(3) fchCDl 4 7Sy®m&5fc£#©PSJ 

*fR0C*l»IMM»lC*V»TsCD1 4 (1-3 0 7) ©N3fc»£2 8 3# 
B075/ttLeu*Al afc«i*LfckhsCpi4 (1-3 0 7) 75 ^S? 
tt&Bfc&fWJ^^Kfc TsCD1 4 (1-3 0 7) L2 8 3AJ 

iwthsCDH (1-30 7) 75/BMmBS*#*U^^H"bn«k:C 

«arr zmmm 8 Kfsm©;£&«v\ t h c d 1 4 (1-307) vm* © 

»ffifcl*3Utt2 75/«»£#ALfcfchsCD14 (1-3 0 7) 75 
U 6fifchCD14 75/8B&efe£#£iSSUfc. 

#6nfccDi4aacflc**trtai±*tt, laoucTWii/ft. -rftt>-s 

, SifcbCDl 4#£# (3 CI 0) £ig£bfc77^-x^Ht£^#7A <H 
iTrap*7A (Amersham Pharmacia Bi otechtt 

^l:pH8. O01M HEPESMaf&lCT'PftU pH£<Ptt£ Lfc. & 
i»liHRP-conj uga t ed 3C1 0 ^fflV^cE I AflclCJ: 
, CD 1 43fc^#U^7^F©£*n*H#&S&Ljfc. 
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(4) ["WKfcJ^fiSfcm 

*»SsCDl4 (1 -3 5 6) lag/mimmm (pH 9. 5) fc* 
*U 7l-h (Maxisorp, Nunc) fcazt, l^lTittLfe 
* 3V-ht*f*U 0. 5 % BSA/PBS^D, + > m; . 
>**«*U. (1) WL^HtPBSTlOug/mlWR 
U WDLfc. Wrt. W6 (J . Histochem. Cytochem. 
2 2:1 0 84, 1 9 74 ) <O^Z J: ^Jlt^-^mmb ftF 1 0 
2 4-1-3 ftM 1 tf g/mLTOhU 37tTl 
0. 9%NaCl/0. 5% Twe e n 2 0T5HWU H, O, /TM 

■ etSf.Ufc. F1 024-l-8*WW4^ HA , BTf4 

^ KETttBtW ' F1 °24-l- 3 ^^^« 2 8 3#e 

(5) CCD^^gfc^^tS^to^^ 

(Maxisorp. Nunc) fc, 1 O tf g/m 1 T3 C 1 
^ttlOOttWLfcMEM-iea^Bftftu 0. 5%BSA/PBS 

^ D ' ;m: ' *°**>**»*u we*«c^ftcDi 

4^*»LTiltm« Lt ^ m 10XRS/0. 1% 
Tw e e n - 2 o/P B S fc 1 * g/ m , oftr^ Lfc^^^-^ 
WKF 1 0 2 4 - 1 - 3tt*Zfc^)U*^>y-V®®3 C 1 otWfitfet 
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ft&2tt&0. 5M«0»TRJ6*ffJtb, R3t«S4 5 0nmO«fiC«fc0N 
J -2 1 0 0 (B*-f H) 7U-h©ftgffT*«L/c. 

affiKH£JBbfc3 C 1 O&tfMEM- 1 8ft#ttWen©«£lK h#7- 

, ^(HlfflV^CDl 4^00^CD1 4 (A 7-1 1) «3C 10 
•r. ^fcCDH (A 5 7-6 4) ttMEM-1 8fcU*lft^ ffi©CD 1 
4fefe»t«tt^r*. bfctf^t, 3C10/F1024-1-3*, MEM 
-1 8/F 1024-1-3*. MEM-18/3C10*O3W®f>H'f 

«yf EL I s A*otS*ft««r*i:iK:J:D, *n*n©tt#©tt^iStt«» 

#6tl«MUci^, B7K*T<fc5£. F 1 0 24-l-3ta^ 
&SCD1 4 (1-3 5 6) *6sCD1 4 (1-3 0 7) *Ttttt£i§tt#B 
«&Sn, Sfc, 3C10©»^tJ-f h*^*UfcCD14 (A 7-1 1) . ME 
M-18©»fr*-f h£X&l<fcCD14 (A 5 7-6 4) tt>tl*U 3££ 

SCD1 4 (1-3 0 7) ©18 0#B©75/»J:D 2 8 2#B®75 ; /»fc 
*fcbfcCD14 (A 1 8 0-2 8 2) i<btt£«tt*«B«>&nfc. C©-<^ 

£>, Fl 0 2 4-1 -3tt#tt3 CIO, MEM-1 8tt#tttftfc*8t#"e* 

43, s CD 1 4 (1-307) tt«tttt«©CD14^**K:]t«l/T»^fc 

^7K£ ( + ) T^bfco 

(6) [cDi47syM*eec#c«fc*»^*w 
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fc. ■8l»rj:5fc294»B07S/»*Pro*6Alafc« 
W * C £ 0 F 1 0 2 4 - l - 3 ttttOttttfi****. C O J: 5 jaawfe 
ttSClO, MEM-18»#Cr*««6*uW» ofc . F 1 0 2 4 - 1 - 3 ft* 
^CDU(D2 9 4#i^D.J>^> h5a ^ 3>t ^ ii:J:0 

»*TF 1 0 2 4 - 1 - 3iitft ( i2 9 4#@o 7 5 >rft*!P r o tfcfcJ: 
(7) l^7?Wy\f>if\zJ:Z%£%&} 

F 1 0 2 4 - 1 - SitMWtftxi; h-^SSfcffifejWrtsiflin. 
. SPOTs (GENOSYS) **^TB3WHHfcWoCDl 4©75y 
SNMI2 4 6*S*6 3 4 5#g*T©M©7Sy WEMfcai^ 27H;& 

«#tLTFl 0 24-l-s«M«6**, «9Mfc=**#fcLT*#9* 
^H9Btt^n gG F(ab') (American Qu 

a 1 e x Antibodies) ft»ft % »«*«nnrfi 

hvmmzvmmLtztz^ F i o 2 4 - 1 -sa***©** 

#T?*ft*,fc. £©C £tt F 1 0 2 4 - 1 -ZigiWifi 1 0 75 /iftcfc D«* 
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cne F1024-1 - 3tn#<Dm&mmm.mmm ©cd i 

4©2 8 5#a<7>7Sy&£D 3 1 5#g©75 y RfcfipftU 2 9 4#g©7 
5y^P r oTf**^i:K:J:oT4i;#*a#*lifi*BlfctT^S^t*«W& 
frttZitz. -t&fc-^ W«CD 1402 9 4#g©75/t^P r ot* 
£££C«koT£U#£5MM»ig©2 8 5#i©75/&cfcD 3 1 5#i©75 

<*J6W7) 

^cd 1 4»xe h-y©$gffl©#M7r 

ftCD 1 4tt*ft&*F 1 0 2 4-1 - 3tt*£Hi;iMBft*T*fc©fc&Kfc. 
iaCD 1 4ia#©CD 1 4±©Bftffiffi©ttH&. £JS«6T?«HJrL-fcF 1 0 2 
4 - 1 - 3 influx If h-7©«2£+&fc*#fLfc. 

^^T.T&SBLOCKSx-^-**, k hCD 1 4 L-T, 7°P 
77-OWft*L£. S&fc, Sm^mfel-Wm (Lev, GOR IV, 
PREDATOR ) Kl«kOj**rLfc. 

*©»*♦ BLOCKST-^-7O7n77^Hft«J:0. IL-1 ( 
Accession NO. B L 0 0 5 2 5 3 C) fc*©*##©ttfirtW*fc 
Mtttf$«ft*£. 2 6 9#1^£3 0 7«T©3 9 75 /&SS<h#£L 

fc. *#*jw»£*»&nfc75>>WR* n q (271) v ( 

2 7 2) P (2 7 3) L (2 7 6) K (2 7 9) L (2 8 3) L (2 8 5) S ( 
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2 8 6)C(28 7)P( 2 94)E(2 9 8)L(2 9 9)p (3oo)e 

(301) N (3 04) L (3 0 5) T (3 0 6) Wofc. 

*6fc. CO««©2 8 7#*6C3WMI©i3|tt. LRR (PDB-ID: 
1A4Y.-A) t©ffiratt*tK<^-,^. 

^fc»«(Lev, GOR IV, PREDATOR) 

t hCD 1 4 <hTLR fc©«ftftH»r*J:t«Mr««CD 1 4^®x 
eh-r/Ofciitt, t hCDl 4©2 6 9*»63 1 5»*TO«WT*,fc. 

(HSSM8) 

t hCD 1 4©C*aMM>75/****Lfc C D 1 4«**'J'WK ( 

k^«wcDi4C3t««isatwweu^yK) ©fee 

(1) [ills CD 1 418^^5 H (PM1 6 5 6) ©**f&] 
«\ mCD 14^ iW ^ i$t§ ^ xs KpM1 6 5 0&m 

L*. WO98/3 9438fcmo^5KpUCH 1 4P-4 4 fc0. Xb 
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a iMi n d III K^OfchCDl 4 cDNA&^trfi 1. 4kb©DN 
A»fM-*«J0ttiU «IL»««Bia58iS^^-T»*p.cDNA3. 1 (-) ( 
I nv i t rogentfc) ©Xb a I /H i ndlll IK MCjfALfc. 
, E. col i Competent Cells (JM10 93fflflg, TaKa 
Raft) »©^Dh3-^»«^Lfci, 4Dfc3D--SPCR 
(CfcOStfgU BW©mCD14*5Sar*^7^5H (pM1 6 5 0) 



#£fchCD 1.4*Rl»S^>/t^tLT5ESS-&<&fc«). GP I7>*~U 
>^fc&5fclK hT»*N5fcSB*»6>3 2 6#@©Asnt3 2 8#g©G 1 y 
(EW##l#iH) ^^n^tlG In, Va 1 fc«»Lfcffl**.#58£:77A5 
KpMl 6 5 6©«»£frofc. T&tol3, -fe>X77l"?-9 (E*J#*I2 8 
) t7>^t>X/7'f7-9 (E^J#^2 9) SfflK ±|BpMl 6 5 0£S# 
mtLs TaKaRa Ex Taq (TaKaRaft) \z£ 0 9 3 0# 
, 5 5trC3 0#, 7 2'Ct?l»OU-'f^;P&3 O0IIDigbPCRJE**ffr? 
feo *«L;fcDNA»rH-£Xho I tApaLI CctOdoub 1 e dige 
st ion U pM1 6 50©XhoI/ApaLIt-f MCffAbfc. JM1 

0 9ffi^ML^, 4Ufc3n--«PCRl:«I:t)iBU !M©sC 

DH^m^x^h* (pMi 6 5 6) &wt. 

(2) [fcHiJfcSCDl 4C*»^gfe*##U^^H56S^7AS H ( 
pM1658~pM166 2*3<ttfpMl 674~pM1676) ©«&] 
t HCD 1 4©C*«J;9-t*'tf?tt4 9. 56, 61, 66, 71, 110, 

1 7 3, 2 0 475y»£&*ca-frfc»ifc*# (OTsCDH (1 -3 0 7) 
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• SCD1 4 (1-3 00), s CD 1 4 (1-2 9 5), sCD14 (1- 
2 9 0), SCD 1 4 (1-2 8 5), sCD1 4 (1-246), sCD!4 
(1-183) , s CD 1 4 (1-152) ) M9UMm?K«it«79 
*3KpM1 6 5 8. PM1 6 74, P M1 6 7 5, pM1 6 7 6, pM165 
9, PM1 6 6 0, PM1 6 6 2a^pM16 6 1ttKTO^jST«(|Lfc. 
: tf,t>^^T-9t7>?t^^7-10. 11, 12, 13 
■ 14, 15, 16RUC17 (E»»93 0. 3 1, 3 2, 3 3, 3 4, 3 5, 
3 6Rtf3 7) fcfflK (1) TfWLfc***5KpM1 6 5 6«M*U 
Pyrobest DNA Polymerase (TaKaRat) |;j;09 
StTClO* 5 5<CT3 0g>, 7 2TCTl»W-f^ft3 0H«0*LPC 

*fc«UfcDNAK**XfroIfcHIndHI tiOdouble d i 
ges t ionU U7^D-x^S^ S ,:j;r, mfiUt ^ fcpM 

1 6 5 6*W«fc X hol£HindIII ««u #e>tl^5. 8k 

b©DNA^±BPCR(ffH-*l igationlfc, JMl0 9i» 
S ^ lm i^K-tPCRCj;!,^ ltt®CD14ttS** 
y^KtWrr^^HCpMieBS. pM1 674, pM167 5 
. PM1 6 7 6, PM1 6 5 9, P M1 6 6 0, pM 1 6 6 2MpM 1 6 6 1 

) zntz. 

(3) icos-imm-v<D%m] 

(1) atf (2)TfWLfc^§HpM1 6 5 6. pMl 6 5 8^pMl 
6 6 2£tfpMl 6 7 4~pMl 6 7 6 £COS - 1 «HfcTB©3**»AL 
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, S CD 1 4 (1-356) , s CD 1 4 (1-307) , sCD14 (1- 
300), s CD 1 4 (1-295), SCD14 (1-290), sCD14 
(1-285), s CD 1 4 (1-246), sCD14 (1-183) S^s 
CD14 (1- 1 5 2) &mitt1t. T^FuGENE6 (P->^l • ^ 
-f7^Xf>f-^Xtt) 50 m 1 £±§57?;^ KDNA&l 2. 5ustm 
tt?u ho-JUfcftHg^U 150cm : yyXn\z±s.zi>yjlJL>h\zm 
mutcos- imfflzmavtc. 5%CO ? , 3 71C0ft#TT7 2l5ligig* 

CD 1 4aaW*#U^^F©585ai*, tat hCD 1 4#i#£fflV>;fcE I A 
KTlBO^LZ!:. -fftfc^. pH8. 3O10mM NaHCO, ««ttfcT2 0 
OfcWRUttftCDl 4tt#MEM-l 8 (MONOSANffl $9 6^1^ 
I/-h (Max i sorp, Nun eft) l:5 0/z 1/we 1 lSsJnU 4*C{c: 
T-S^Wbfe. tt*fcT«c»l/, 0. 5%BSA£^tTPBS' fc 

?l$5 0«l/wel l^ftJL. 2 5CT6 0»M-f >*a.«^-^a 
, 0. l%Twe en2 O^tTPBS" -C3|5J^^. 1. 0jig/ml©H 
RP-conjugated 3C1 0in#5 0 u 1/we 1 1 £8sJnU 2 5 
t:T6 0^m<>^^-'>3>^n-otz a 0. l%Tween2 0^tTPB 
S" T*5[elife#&, fgfcSIC (TMB) ^100<i 1/we 1 l||Liiat3 
0 #lh& ( 1 Nim.) 100M/well £JD;1£JS£^ 
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4 5 0 nm©»£®!8bfc«£W£u Dr>7)HDCD 1 4Bfe«#:#U^^H 
©££S£3l£iiLfc. 

(4) [ t hpJ^MCD14C*S^3S:«^iJ^^HC[)«S] 
(3) fcT#&nfcCD14aaWt:#U^5 l H*#trJStl±»l4, ftthC 
D14tt * <3 CIO) «teL&77*=^H»WB*:?A (Hi Trap 
*7A (Araersham Pharmacia B i o t e c h&) ) 

8. 001 M HEPEStf«*fcT+»U pHfc+ttiLfc. §®^«HR 
P-conjugated 3 C 1 0*/8^&E I AttfcJ:0«teU CD14 

(5) [ t>^JgfflCD14C«^*a^#U^^HottHI] 
CD148kaWWy^^K©»«««thCD14t(t# (3 CI 
MEM- 18) Sl^cWes tern blot t i n g fc«kO«BSLfc. T 
ftto*#CD14afcWWU^yit3 0ng/l ane^SDS-polya 
crylamide gradient gel (5-20% ATTOtt) 7? 
«ft*»U PVDFI (H*5U#7tfc) fc^>/^*fi?tfcft, 0. 5% 
Skim Milk££tfPBS- 3 0mlCTgfflTl^D7+>^ 
S&fcfrK 1 0 u g/m 1 03 C 1 0*,ktf l 0 0«*HR©MEM- 1 8 £?3s 
UlLTifflLT 1 mrmfoZlttc. S&CHRP-conJugatedttr** 
I g*t#tlit3 0#ffK«Sitfcft. ECL kit (Ame r s h am 
Ph a rma c i a B i o t e c hit) *©»*, #C 

d 1 4asa«**»j^^H0W|[±©*#$fc/t>H*«iB*n&. ms) 
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k h CD 1 475 /®fi&&£## U *7? K®«MR 
(1) [ s CD 1 4 (1-3 0 7) 075y^£fi&LfcCDl 
77Y (hhsCD14 (1-307) 75;iiMW 'J K) 

aE+Rl^WOT+K^TsCDl 4 (1-3 0 7) ON5W6 2 8 3# 
l©75;SLeu^AI afcUfcUfct: h s CD 1 4 (1-3 0 7) 75 
«fc*IE##U'<:/3 t Kft r s CD14 (l-3 0 7) L2 8 3AJ &E*U 
ilfi©thsCD1 4 (1-3 0 7) 7aymg^as:^#:#u^7 r 9 1 h* ! b^i'ia 

khCD14 (1-30 7) om*<D®ffi\Z l£5Wi2 75/g8£&£#A 
LfctbsCD1 4 (1-30 7) 7S/«««iaS:JS#:#'J^^H&Wr<5 

s CD 1 4 (1-3 0 7) K2 7 9A^it5^7^5HpM1 6 7 3«, 
■fe>7.7'7'rT-3<J:7>^-fe>^^7'rT-l 8 (E8HMI3 8) **W*fe 
>7^?-10 (E9>J##3 9) t7>ft>X77'ft-4&ffl^ mm 
MS- (2) ^1/^7*7X5 KpMl 6 5 8&*S£U Py r obe s t 

DNA Polymerase (TaKaRaft) 0 9 8*Ctf 1 0#, 5 
5*C-C3 0fJ\ 7 2 , C-e i#©lM;7;i/£3 0 BltlO iSb P C RSJftfcfro 
fc. 

7>7 c -fe>X7 p 7-TT-l 8 t-t>7.7y^^-l 0 »C«L y s HT* 
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BWOtoOfcAl a*3-H«BWGCT (7>ft>xy^v-(lAG 
O fcjflufc. ^6©PCRfcJ:oTJIMiaFnfcDNA»fH-fclX7jtfP-^ 
y ^*&»»K:,fc o T^HtEUR U Klenow F r a gme n t (TaK 
a R atfc) *ffi^TDNAWfr©*J|£¥iffbLfc. 

&fcCftS®»rtf©m i x t u re», -fe>x^-r v-3 £7>;Hr 
>*7?-fT-4ftflK ±etP9*©*frTH*PCRK*ftff^fc. 2fgg 
©PCRTiWi*nfcDNA«ffrftXhoItHIndIII laOdouble 
digest ion U pM 1 6 5 6 £Xh o I tH i n d III «5C 
£K<kO#£n*tt5. 8kb©DNAiM-tligationtfc„ JMl 0 
9n«)mttL^ 4Cfc3D=-tP C RfcJ:DWI{U B«©CD 1 
4afc3WW?iM^Kft»s«^5H (PM1 6 7 3) 

*fcH*fc, N5feSB^6 2 8 2#BOVaK 2 8 3#lOLeu. 2 8 4# 
BOAsp, 2 8 5#§(DLeu, 2 8 6#@©Ser, 2 8 7#|0Cys, 
2 8 9#@<DArg, 294#g©Pro, 2 9 6#I©Pro. 294#B& 
#2 9 6#g©P r o*§Vi«3 0 0#B©P r o£W?ttA 1 a'vK&Lfc 
s CD 1 4 (1-3 0 7) V2 8 2A. SCD1 4 (1-3 0 7) L2 8 3A, 
s CD 1 4 (1-3 0 7) D284A, SCD14 (1-307) L285A, 
s CD 1 4 (1-3 0 7) S 2 8 6A, SCD1 4 (1-3 0 7) C2 8 7A, 
s CD 1 4 (1-3 0 7) R2 8 9A, sCD1 4 (1-3 0 7) P2 94A. 
s CD 1 4 (1-3 0 7) P 2 9 6A, sCDH (1 -3 0 7) P2 94/2 
96A**WisCD14 (1-3 0 7) P 3 0 0 AZ%m?Z77ZS. K (p 
M1 6 6 3, PM1 6 7 7, pM1 6 64, P M1 6 7 8, pM1 6 6 5, pM 
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1 6 6 6, pM1 6 6 7, pM1 66 9> pM1 6 7 0, pM16 7U5Wi 
pMl 6 7 2) «, Z-tlZtim&ZmAtZTZSWtO)? K>S^J£A 1 aa 
K>gE?'JGCT£5^teGCG (7>3H?>X7^-1'T--teAGC&5WiCG 
ClB^iJ) C^fcT^t^^^-ig, 20. 21, 22, 23, 24 
, 2 5, 2 6, 2 7, 2 8*3^^2 9 (gB^J#^4 0, 41, 42, 43, 44 
, 4 5, 46, 4 7, 48, 49RI/50) t±>7,Zf^^ V- 1 1 , 12, 1 
3, 14, 15, 16, 17, 18, 19, 2 0£J;tf2 1 (82?!I#^5 1. 5 
2, 5 3, 5 4, 5 5, 5 6, 5 7, 5 8, 5 9..6 0R&6 1) ftJHK pM 

1673 tmmaxm -ckm l&. 

$e>tCsCD1 4 (1-3 07) R2 8 9D^SStl.y7X5H (pMl 
6 6 8) t>H«fc:«SSL£. As p^©«ft©fc»A r g©3 K>E*J 

(AGA) Bs p©3H>S5«GAT (7>f t>7^7-f7-«ATC) £ 
^fe-fe>7.^'rv-2 2 (BB?»J#*t6 2) Rtf7>^-fe>7.:/^V-3 0 

(S5?|J#^6 3) 

2 8 6#@©Se r£Cys. G 1 y. Thr, LeulCtn^ni 
tftLfcB«E#*3fBS-r*^7X5 KSflsfiLfc. s CD 1 4 (1-3 

0 7) S2 8 6 A^mzfy 7. ^\^(DmmtmmX\ CysW«^it>77" 
7<7-2 3 (IB?iJ#^6 4) RtXT>^-fe>X^-f7-3 1 (E^J#^6 5 

>^-fe>X^-TT-3 2 (E*W§6 7) Th rijft0i^ttt>X7*7 
-TT-2 5 (E?iJ#-^6 8) 07>ft>xy7-f?-3 3 (6B3WI6 9 
) Le uffifeCDj§£te1i>xy:KV--2 6 (SS^J#^7 0) Rtf7>^-fe 
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(2) CkhsCD1 4 (1-3 0 7) TS/WmWfctfy^:^®^* 
kh7Sygm&sCDl4 (1-3 0 7) «##<J^?- KOCOS - 1 

o 

D 1 4 y FoftiMtes i 2 ic*-f e 



^^CT/JP01/02869 

9 6 



fchsCD14(1-307)75/&fi&e&£fc7Ky*:7?K(D 



COS-f»tt**±J*+ 
Name T©$g3Sfi ■ 

(tfg/ml) 



sCDU (1-356) 


3.38 


SCD14 (1-307) 


2.99 


SCD14(1-307)L283A 


0.44 


SCD14 (1-307) D284A 


0. 46 


SCD14 (1-307) L285A 


0.11 


sCDU (1-307) S286A 


0.80 


sCD14 (1-307) C287A 


2.44 


sCDU (1-307) N288A 


0.11 


sCDU (1-307) R289A 


0.51 


sCDU (1-307) R289D 


0.96 


SCD14(1-307)P294A 


0. 69 


sCD14(l-307)P296A 


0. 60 


sCD14(l-307)P294/296A 


0. 67 


sCD14(l-307)P300A 
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fc^73/»gjftsCD14 (1-307) efegfcffU^K© 



sCDU(l 
SCD140- 
sCD14(l- 
SCD140- 
sCD14(l- 



Name 

807)SZ86A 
307)S286C 
3D7)S286G 
307)S286T 
307)S286L 



Expression in 
COS cells 
tig/nl) 

0. 80 
4.36 
0.178 
6.05 
0.076 



s CD 1 4 (1-3 0 7) P3 0 0AT»4±i»^O58»WmT-t^ fc 
. *Sfc. «Mto»oft.CD 1 4 (1-3 0 7) S2 88LWK0CD1 
4 d-3 0 7) ^^U^Htt^X $ K*h^>X7x^.> 3 >t 

thsCDl4 (1—307) TSyKBWaWWe.j^H^fl, 
6CD 1 48tt^.J^ K(0fwaOTJM|CD ! 4C»**«**u 

^H«tttWtear*TWe stern blotti n g tJtOfcfc 

. thsCD1 4 (1-30 7) 

1 4 (1-3 0 7) i^^S^t^ 
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9 8 



(mmmi o> 

C D 1 4 u *rt* h © I L - 6 m±®&%& 

9 0 0 ng/ml©F 1 0 24-l-3ia#40tf 1 mn<Dftt>D \Z 9 0 0 n 
g/m 1 OCD 1 4 U b* 4 0 M SUm LfcEtfk £«09 3 tKI 

*o&Mk%m io, 011 rot 1 2 ic^-r. 

IL-6g£Ea§EH4&sCDl 4 (1-285) , sCD14 (1-246 
) RZfs CD 14 (1-18 3) Wft^n6 7. 5, 4 5. 4, 4 2. 6%T: 
, IfeMi«SLfcCDl 4^WJ^^H«s CD 1 4 (1- 
2 8 5) Tfc-pfc. 

s CD 1 4 (1-3 0 7) D2 84A, sCD1 4 (1-3 0 7) S2 
8 6AT-€-n^tl8 1. 3, 7 9. 6 %t&\r*fBM&&Wfre>tVt£, £fc s CD 

1 4 (1-3 0 7) C2 8 7AT«24. 4 %tm>%&tf&&2tlf£. 

2 8 6#g©S e r©»Cligtlis.CD 1 4 (1-3 0 7) S 

2 8 6G^-#^<, s CD 1 4 (1-307) S286CtesCD14 (1 
-3 0 7) S 2 8 6 A£S&ra*©BiFStt**Ufc. 

(Hlfi^l 1) 

CD 1 4»#'J WHCI 

CD 1 4afcg##U^7^KtfHUVEC*ffllSK: I L-6g£^#Ste£^-f 
*»THB*j*K:*0«B*ff'pfc. TfcfcS, mffim 1 0 iR-O^feTHUVE 
C«IS*9 6l>x;P^-MC#*a*» 2 4R?M»ttl/fc«»C» bJ^SCDI 



WO 01/72993 

PCT/JPOl/02869 
9 9 

4«lttl&bh*j»ft7X*trRPMI 1 640««20n I, 1 20ng 
/ml ©LPS (E. col i 0 5 5 : B5. Di fcott) 10*1 Rtf9 

0 0 n g/ m 1 ©CD 1 4aaC**U^K4 0 * 1 WxJWcWoLfc. £ 
6fc2 0WB«^ &ft , Wt±»+OIL-6fthuman IL-6 
EIA kit (PE Biosystemst)«U c . 

*08*t*3fc«t, ««10TIL-6B«gfttftw*ft*^8CD 
14 (1-3 5 6) , s CD 1 4 (1-3 0 7) &tfsCDl4 (1-15 2) 
*W=B«ttft*LfcsCD14 (1 — 1 8 3 ) TkJf- s C D 1 4 (1-307 

) c 2 8 7 at i l - 6 om^smmm^tiit. 

3W«10TBWSSttt*LfcsCD14 (1-246) , sCD14 (1- 
28 5) , s CD 1 4 (1-3 0 7) D 2 8 4 A&tfs CD 1 4 (1-3 0 7) 
S286Am IL-6©»ttH*o ttWRff (50pg/ m i) £TT& 
ofeo s CD 1 4 (1-2 4 6) . s CD 1 4 (1-2 8 5) , sC 

D1 4 (1-3 0 7) D284A, sCD1 4 (1-3 0 7) S28 6AMs 
CD1 4 (1-30 7) S2 8 6CttLPS«rFT?IL-6at4*IW-ttr i 
JW»A*miCD 1 4 £ L P S tOS^fc I L - 6K£«B»T« £ t 



WO 01/72993 



»»« 3OOng/mL1?0IL-6SS£fi (pg/mO 



sCD14(1-356) 


216 


sCD14(1-307) 


203 


sCD14(1-285) 


ttfttt&lvj* 


sCD14(1-246) 




sCD1 4(1-1 83) 


86.7 


sCD14(1-152) 


149 


sCD14(1-307)D284A 




sCD14(1-307)S286A 




sCD14(1-307)S286C 




sCD14(1-307)C287A 


76.0 







r/JP01/02869 

1 0 0 
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1 0 1 



2) 

> ^U>^iDLfct:h^Kli2 0 0ml$PBS- T2^lc#^L. Fic 
oil Paque (Ame r sham Pharmacia Biotech 
ft) 2lmll:28mlf^illfc. gfi. 1 5 0 0 r pmT3 O^jt^H 

i«CD14Wllf-X (^-^^ D B D tt) <hK££i*£gH;:, KM* 

i6tlfc»^077^TO^2%CDl4w/oHS/RPMIl: 
0. 5X10 J eel ls/wel 1 (50m I/we 1 1) T96 
fx^U-hfcii^, 3 713. 5%CO, ©*frTT2 4«HB»#L 

WWCD 1 4 k hMt 7 X*tTR PM I 1 6 4 0 2 0 «c 

K 12 0ng/mlOLPS (E. c o 1 i 055 : B5, Di f c o ft) 
1 Oti lX^S^©«SOCD14BS:^5j?U^^K4 0/z 1 i^x^SSJp 
l^Sfc4*W«**fTofc*. «t±^©TNFa$HTNF-a ELI 
SA SYSTEM (Ame r s h am Pharmacia Biotech 



WO 01/72993 
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1 0 2 

«l:ff}Lfc«i±»5 0 u 1 Hl&U 5 0 u 1 (Dtt?>itm 

Lfc7.hUyh7k*v>^*l OOw ISO*, ^6l:aT3 0^mil«l/ft 
. ftm fSfefi@£l 0 0 41 1 **1D14&MT1 5$MWIstfS£i*fc. fflhttl 

0 0/£ lfctoAEJfcfcfrJtU 4 5Onm©»*0R#aE*aijeU TNFoi 

$%m oti L-6**a«stt©a&nfcthRj*aicDi 4 

CsW^dfeaatflt^U^y^HTftfts CD 1 4 (1-2 8 5) . sCD14 ( 
1-246) , s CD 1 4 (1-183) WthsCDH (1-3 0 7) 7 
^ygEM^ac^^'J^^KT^^s CD1 4 (1-3 0 7) D284A, s 
CD 1 4 (1-3 0 7) S 2 8 6ATfTNFa^E#ett#*B3nfc. (B 

1 3) 

($ttm 3) 

C D 1 4 U F©fchTLR4 N F - k 
Bi£tt<tB*ttl* 

HJI092 (2) OGtt&HftK. s CD 1 4 (1-3 0 7) S 2 8 6C£J!§V> 
T» t hTLR4^^SKtfe^*5^^NF- k BSttfl2B#Ftt»*ffofc. 

*-<D*sm> s cd 1 4 d-307) S2 86cwu mmmm^wmzmmma 

( HI 4) 
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(1) [4 9 kDaS^ICCD 1 4S&K*JU<re>' Z 0-^St#OfMI 

] 

BnMllceftos 1 6*B»63 2 8«Oi9Vft. ft*fc*fli«4 9 
kDaK^Pi©CDl41*J!flSi)i^H K 1 3 £f2f&) <hL 

C**fc^*"3r.f >«fAL&. ^y^KO^HAB I 4 3 2 A^7 
fflU C18fffiHPLC (CAPCELL-PAK, ftffl^T^^ 

CDTfML^^HftMTkTl Omg/mLWL, 1 Omg/mL© 
7K5 h^->7-> (KLH, PIERCE) tm 

mm&LTc. ^T2^W, NAP-1 (7 7^?yJ) TJK^ 

L-<^K1 3+^U7M CKT, ^^Kl3-KLHtlB«) S 

®4 9kDa«^loCD 1 498X#sy&e ; 9 n-j-Mmofm 
^Hl3-KLH100 W g€MiliU (l) £Gft®£& 

tmmzmmmGZftotz. hat** (gibco) K^o/w^y f-t* 



WO 0)772993 




:T/JP01/02869 



1 04 

rro. oiMMt^ (pH9. 5) \z£v mmhrzitmz.t h cd 1 4 

gSK£l # g/mUcSmU <Ayyi/-h (Max isorb, NUNC 
) O^JL)V\zb 0 uLmialstco 3 <^->^7K-X:5IhI 
0. 5%BSA^OPBSSr^^x;WCl 0 0 AtL^Jnbyo^^> 

x;HcSsJnL3 7X:mmmRfo2tt'&. 0. 0 5%Tween2 0$m 

(DAKO) Sri 0%^«?*^tfPBSTl 0 0 O^Z^V^^MZ 

souLWimvtz. 3 7t:t?mKs^ mmzs®misO. oixmtit 
fcmz$t!7-hy*?)v*>z;z;>®i&z&'yxMzw3!QVtc. mti o#m 
sj&m, o. .sMamflrreft&ffihu :^-h#«gfr (NJ-2 1 0 

0, B^^-ZyH) T?4 5 0 nm©©ftg£8!l£bfc. it5#^ 
iOCD 1 AW&Wt&fe^ltM?*) K-T^tT">x;i/ (F 1025-4- 

«Rl/3t/Wy«J OKFCS/RPMI-1 64 0** (G I BC 

O) TJS*«, Hybr i doraa-SFMSi (GIBCO) Tig*L#L#£ 
Pros ep-G*7A (Bioprossesing) £JflV>Tta 
#£*f ISbfc. »KLfcF 1 0 2 5-4-l $m<»W94 yhlgGl 
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1 0 5 



H4. 4) fcttUratfLfc. »«F1 0 2 5-4-ltt#*i0mMII»ft« 
* (PH9. 5) THSffU 0. 5mgfc#LTlMl*fflfcgMfitt (pH9. 5) 
£SsiD UTSM Lfc 0 . 5 m g W+^ttti^^lll: 

L $ 6 fc 2 M 4 -CTS^ Ltz. PBS K^tfr 

(2) [ f i o 2 4- 1 -zm^.(ommwm<ommi 

®&*IM-TLR4 0fgfl 

COS- lffljg (ATCC :CRL115 0) £3X1 0 5 eel ls/75 
cm 2 ®7773t:iiU 3 7t:5%C0 2 TT-S«*J|Lfc. SB, 
092 (1) %5ffl.<D~777sx. h , pCDNAT4$ffltiTFuGENE6 (Roch 
e) tffi<D7nbn-MzVtcW-3T6. 25/ 1 g DNA:25/*1 FuG 
ENEeoMarcaeU UFBS/DMEM (Sigma, jg^n-TO 

hu-)VtVTz. TLR4«iii±|^I[ / fccOS-l»|§ OUT, T 
LR 4 -COS £13^5) , RtfJ8SLWfcV>CO S - 1 «0±?»£|giff 
U PBS- (Sigma) T2 EMMSfciftfrLfc. *C1%EDTA/PBS 
•^5rnliJiU -fe;^7W/1- (COS TAR) ££U 



WO 01/72993 ^^CT/JPOl/02869 

1 0 6 

T«ia*«*7 5^«t»5f!l*«U. 5 0mL©S«t^fc|giRUfc. 77X^5$ 
£K:5mL©PBS--?Sfc#U 5 OmLgtfL^KliDx.. 1 0 0 0 r pmTl 0 
flJH&frU IBIIS£«£tf&«±J*£*£U a&fc2BPBS-T?»!te£ife 
#Lfc 0 ^Cft»lftin(4 0 tfmOtH h Wt- (FALCON) 
iiU -flBfcbU 5X1 0 s eel 1 s/mLt&5 

J; o \Z P B S - TWR L- 4 "CT*«# Lfc. 
<Z)ttFITCttfflJfcfl^y70iMI 

BIACORE3 0 0 0 (B I ACORE^h) <Dfm\Z^mt^y 7±<Dt 
MZitlF I TCt;^D-t;Wl# (OEMc on c e p tit) *H3tftT*fc 
tf737a^r:3.7^lcav>. NHS/EDC»« (B I ACORElfc) 

.k o * jh& 7 awjsttfcfc, pH6. o off ttffmr sojtg/mL l- 

;U75>fc«fc9:7*Py*>£ r £fTt>fc. ij7 7^>X«*j5HtMIHL 
fc. 

®F I TC-L PS/CD 1 4tt^Oflltt 

PBS-( pH7. 4) If 6 //g/mLMUcF I TC-LPS (S i g 
ma. Serotype0111:B4) £^«8Tll«Lfc*&#SIAs CD 
1 4 (1-3 5 6) 3 0 0tfg/raL^l : 1 g-&U 3 7 "CT 3 0 #R8l*1tT 

SutciOM^it. m»i«tiitF i Tcmwrnm^v-v 

t ( 1 ) TP«Ufc^**5/^— WW©tCD 14 tftfMF 1025-4-1 
) fcJBV»&EL I S ASrattgbfc. -ffcfrS, iaF I TC#t#£ 10/ig/m 
LTT/k-MlStBftU 0. 5%^JfiLm7;^S>/PBS-T^O^ + >^ 



WO 01/72993 — 

PCT/JPOl/02869 
1 0 7 

Ufc. *fca«L&FITC-LPS/CD14«£tt, FITC-LPS, s 
CD 1 403«|^tj(«ijM:^|:ftBi /1 3 7t)T'l« 

1 4«#i»sar* 1 ttmiTMBXfiMm (b i of i x . 7tny) t 

*0«», nMHtttft&tlfcmT. W*T®fi**il:U 4 5 0nm 
omftftflttLft. FITC-LPS, sCDUfMM 

©±#WUlSft&tr»©le»LTF I TC-LPS/CD 1 4««»T04«Xft 



PSIL/cF I TC-LPS/CDl4^Mfy/±l:^U *fcHBS 
-E PHTOT 130/t g/raLMbfcF 1 0 2 4-1-3 iftft*^ >>? x 

Hn-;^LTCOS«ISftWPU TLR4-COS«!. COS« 

*>X©±# (2 0 0RU) ttftdtKBStift. L PS/CD 14 

S6ICCOSWU TOLL4-COSItt*«af«fc, **HF*lfcl^#- 
>X©±# (TOLL4-COSMT1 3 6 RU> COSttfl 1 5RU) 



WO 01/72993 




T/JP01/02869 



1 0 8 

ofZo Z\<DZ\tteF 1 0 2 4- 1 -3tt.WtfCD 1 4\zm^~r^Z\t\Zjz0. T 
LR4£CD1 4<Dfg$f)m'g2nt£ZtZ*LT&Q, Fl 024-1- 3ia 
#®»«««|3^TLR4©CD 1 4^<D&£!B»£.j:2>Z.bifi&*>frbfcott. 

(F 1 0 2 4- l-3#i#fcL-T0TLR4-COS (TOLL 
4 -COS) «I6©U*#>;0 ~ { (F 1 0 24-l-3tt#»^»OTOL 
L4-COSi»!>WX#>vO - (F 1 0 2 4 - 1 - 3tt*Mfr&WF©CO SSffl 
j&<Dl/7.#>X) }/ (Fl 0 2 4-l-3ta#fcLT?0TOLL4-COS$a 
JfecDl' 7.#>7.) XI 00 (%) KekO^ffiLfc. 

( 2 ) t c d 1 4 u h <Dmmmm<Dmtir] 

©CD 1 4^y^©fP» 

B I ACORE 3 0 O'OCjWrtttffln? y^±©tJHC s CD 14(1- 
3 5 6) *H«-ftr«fc». \£7Zl7ft-?-3.7Mzm^ NHS/EDC»« 
( fc*7 3 7) Cfc 0 -feJHfc 1 4 #HH£teflS«, P H 4 . 0 .©HflMSffttT? 2 0 0 
/ig/mL«bfcs CD 1 4( 1-3 5 6) STZa7M>yxi?->3> 
SKcfcOSsanLs CDl 4( 1-3 5 6) *H*fl:«, X*?— ;U75 >lC«k t> 
^Dy + ^^fTofc. U77^>;Uet5fc&giz;P£&ffiL-fc. 
©CD 1 4/LPS/TLR4*t£#<Z>J£e£ 

ISl^y^B I ACORE 3 0 OOKliSfiU \L7l7%.1-3-7MZ 
m>> HBS-EPiti (£737) *m^Tl OtfL/mi n«tt> 
U— 7*7A£H&Lfc. £-f, s CD 1 4 (1-307) (S286C) 1 0 # 
g/ mL, COSSBSai. 7x 1 0 5 cell s/mL, To 1 1 4- COSi 
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1 0 9 



Bl. 7X1 o s cell s/raLmf'n5H<>yxi;hl&tC5, 
3#<hfcsCDl4( 1-3 5 6) ^^ttWJftft^fc, s CD 



) * 1 L/mLO«arf 3 0 0 L'f >S?x^ h IftftSf, ttttTlXfchA 
» W*aCD14ft3Wt«3B«o*ttfc:J:D»*U>tfe©) SHrtJPBS- 
Tl. 7X1 O 5 eel 1 s/mLfcBWKUfcTo 1 1 4 -COS«* 5 u L 
-<>^^'>3>bLPS/CD14/TLR4^#:0^^fT^fetr5 

> fes-hmmztitz. (ii6). 
®mmmm<mm 

1. 7X1 0 s ce 1 1 s/raLOTo 1 1 4 -COS«BB<h 3 3 n g/m 
LOSCD1 4 (1-3 0 7) ( S 2 8 6 C) ftfl^U £fiT2 0MS»a 
ttfc. L P S©-f >/x^-> 3 >H7«, fOflMKtffili 0 u L/m i n 
T5^LO^x^hLfe<i:Jl^, s CD 1 4 (1-30 7) ( S 2 8 6 C) £ 
m(iTo 1 1 4-COS«BJS©sCD1 4( 1-3 56) /LPS*^ 

©is^*t»f « i o o (0i6) 

(HfKffll 5) 
LPS*S£fSifc 

s CD 1 4 (1-3 5 6) . s CD 1 4 (1-3 0 7) **W4sCD14 ( 
1 -3 0 7) S 2 8 6A (»tt2 0ug/ml) tLPS (*Si8gl0 0 W 
g/ml) *«£U 3 7tT16^W>^-y 3 >Ufc. ZlttSOlxJft 



1 4( 1-3 5 6) -fe;HcLPS (S i gma, Se r o t 



ype055:B5 
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i&£7. 5%©SDSiiJ0polyacrylaraide gel (ATT 
Oft) \ZX 3 0 0 V^JET 5 IfcKfcgfrUfcfcfcP VD FBtK* >/t* <ME¥bfc 



-£©&, tmWiVlj&'VVJ e stern b 1 o t t i n g£f?V>> 

scDi4©A>H&taii/fc. fcfc'b, etcDi AffittLxtt.. mmvtcm 

*AjW»+ s CD 1 4 ^fitKt LT^ y hfc«-*LT#&? y hJfitf* -tftfe-fe 
5y hftkhCD 1 44aJto.?»^r, £fc2&*a#<!:UT«HRP- c o n j uga 
t e d#C5y h I gft# (DAKOtt) 

^■©e*, s CD 1 4 (1-3 5 6) , s CD 1 4 (1-3 0 7) frits CD 
14 (1-307) S 2 8 6 A0±X\Z^X^ ft©f£S>#JE,£n, ZtlZte 

LPst&'BrrzztAmmisntz. (01 7) 



t hsk^^mmcD 1 4j£5H L a^'j^^K©^is 

(1) [ khJfl**#pm§»CDl 4i£# J F»#'J^73 1 K©**S£l 

, Fl 024-1 -3St#:^^Lfc77>f-^^-»Mffl^^A (HiTra 
pt)7&, Arae rsh amPh a rma c iaBiotec h£fc) \zfeLXM 

. *■©»*, ifima^^scD 1 4i£5H i a©jfii» c P©wsicD 1 4^#c 
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1 1 1 



(2) [ tMfiLi»*#5J»gCDl ^^a^V^T^KCDfcffi] 
( 1 ) IZTfi-rjj&T-'&Ztltc k 1 4 G>&#nOfttt& 

ttthCD14tt# (3C1043cfctf M EM-18) ^WcWes ternb 
lot t ingfciOWRLft, -rfeb*khjftifl|**Rr»®cD 14^8*51 

*«8 (5) ic«r^ttT»«fLfc. »#f«*&iai8fc*r. 

khjfam**pJ^CD14«4 9kDa, 5 5kDa©tI ( 
Lanel) K. k hJlii»ft*Rl^S!CD 1 4{£^a#U^^Ktt3 6 kD 
a©&BCn> h*«ai$nfc (L a n e 2) . 

CD 1 4fi^a#U^y^HttHJfi«8 WRL-fcCD 1 4&£#* 
U*W|* (09) OsCD1 4 (1-2 8 5) tsCDH (1-246) <D 

cd 1 4 ©7#a«jK!)75;»tt«»snw*:t^§, ^ne«t o . 

C D 1 4 fi^HFSa C D 1 4 ©N*^« C *Sgtt 2 4 6-285 

&*>\ khjfiU»S*Rr»S|CD14 (Lanel) KNfeV>T3 6 kD a©#^ 

CD 1 4 t^StlS 3 6 k D a ©^#**©fc«>Ta*. 

*S*l£AiMl*Rr»8lCDl 4ff^HMW?y^y^Ki o Ong/ 
1 ane£SDS-po 1 yac ry 1 ami d e gradient gel 
(5-2 0% ATTOft) Ti^lL. 2D-&$k®8M- I I rfc-j * 

*^«CD 1 4 <£#^atf U HWt 3 6 ± 5 k D a OfflUc^^D- H 
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1 1 2 



cd 1 4&5H-m<Dmmmmmmm& 

2%CD 1 4w/oHS/RPMIl:IIlT5 x 1 0 4 cell s/we 1 1 
<5 0w 1/we 1 1) T?9 6Vji)\'7l'-MzmZ-&fr3 7X:, 5%CQ 2 <D 
&#TT2 4P#P B 1 4 «Lfc. 

3 6 n g/mlOLPS (E. c o 1 i 0 5 5 : B 5, D i f c ott) 1 0 
Hi, £ttK7. 2/!g/ml0^WICD14 (sCD14 (1-3 
5 6)) tmSK SO n I* *5Wi£&fc9. 6Mg/ml©khlfil?f**pJ 
iSCDi 4<g#^a#U ^y^K£inA;fcg£ii£5 0 w l £*inU pJ^MC 
Dl 4<Bfc£l/;fct:b]fil?»£l 4%, KX*Cy c loheximide (Sig 
math) £1 4 4#g/ml£trRPMI 1 6 4 0igitfe&l O/i li&lJDbT, 1 

^unLT4itrB^e)t^*^ 120^1 wmtmis. (a->^. 

*<Dm%%® 1 9 fC^f. s CD 1 4 (1-356) m««±IB^#TH^ 
HT5 3%^§?§tt£^bfc#, CD 1 4i5^a^U^^H^»(Cj;0«i 
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1 1 3 
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QffiWl 8) 

c d 1 4 fcfrf-m® i l - 6 m*kmwm& 

9 0 0ng/ml©F1 0 24-1-3^40/z 1 Wnoftfct) lc 9 0 On 
i/mlOCD14«»fl|40M«BLfcWk «IMS£IK®att£H 

H 1 0 C D 1 4 I L - 6 BSBHtttt 8 6 . 



mmmi 9) 

CD 1 4fi$HP«© I L- 6 

9 0 0 n g/m 1 ©CD 1 4 U H 4 0 n 1 SftlOftfc 9 lc 9 0 
0 n g/m 1 ©CD 1 4fi0?«4 0 » 1 WoLfefi^ Wj x j fcK*©* 

*©**« 3l;^.CD14 ii^t© I L - 6 CD^IHMttOttttU 
(50pg/ml) OTTfcofc. 

(HiS^|2 0) 

t h T L R 4 *a*ft«fcttfi:*it«iH' h >UM»Kn 
MM 2 (1) TttfcHBKT4-14*2 4weI l-plate^0. 8 
X1 ° ! cel 1 s/wel MtM 2 (2) *mCF10 24 

-l-3**V>ttsCD1 4 (1-3 0 7) S 2 8 6 CO#TF* L< 
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• 
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114 



TTLPS/sCDl 2 0m&Hk\Z%m±%*®WV, ±fit<P© 

IL-8S£**EIAfc«fcoT«RLfc. Fl 0 24-1-3, s 

CD14 (1-307) S286 Cmz, »3bD««tt#WlC«lWett**^fc. 
(02 0) 

(««2 1) 

k h^**iiai&tfcU-3 7 3MG (ATCC) £0. 0 5% Trypsin 
, 0. 5 3mM EDTASr^trPBS" RPM I 1 6 4 0*tfft (» 

x^/tf^Xft) ICTMU 3X10' eel 1 s/we 11 (lOOjil/ 
we 1 1) T?9 6Di^U-M:|[^*3 7i:, 5 %CO 2©fcfrTT2 4 
ttKMf&Lfc. RPMI 1 6 4 0«ifc£7 On 1, Ug/ml (w/v) OS 
taphy lococcus aureus cell suspendion 
(S i gmaft) lOwl. 5 u g/m 1 © s CD 1 4 (1-3 56) §10w 
lWlO«g/mlOCD1455:»»J^KfKttF10 24-l- 
3tt#l 0 At 1 S^xJHCSSlOU £££2 OIWgSfcfTofc^ 
©IL-6^human IL-6 E I A kit (IL-6 Eli-pa 
i r : GI BCO BRLft) T?ai£Lfc. 3>hP-;U£LT. CD1 4« 
##«J^^F. F 1 0 2 4-l-3ia#©ftfc>Dl;:sCD14 (1-3 56) 

I L-6©iH^tthuman IL-6 EI A k i t &tt<D?u hu-)l> 
\Zft\,\ ffofc. , 1% (w/v) BS A/PBS (-) CT4ffifflHR 



WO 01/72993 




1 1 5 



> L4 0 0m 1 /we 1 100. 0 5% (v/v) Tween-2 

0/PBS (-) T3@«t*U W+^SHlfcx M^^TKi; 
>*tt*l 0 Ow 1/we 1 $e>{C37 , C, 2 0^>^-y 3 

>£ff ofc. ft^MBg&sx (tmb) tioo/ti /we i i imavmrnx 

1 5»WSi6S-B-fcftfc % #ih& ( l M HC 1 ) lOOtfl /we 1 1 £inA 
£i££#ltbfc„ 4 5 0nmOi!SM3£g£I^U 1)->7)1+<D I L - 6 <D 

•£©SS:fc£@2 lfw^bfc. s CD 1 4 (1-3 0 7) S 2 8 6 CRtfF 1 0 

2 4-l-3tt#©IL-6^48a«Stttt-€-n-€ r n4 8. 1%&#5 5. 2% 

£0tt*J:D. CD 14aS3C##U'<^K*«k^Fl 024-1-3^7 
(MmW2 2) 

F 1 0 2 4 - 1 - 3tt#<Z>£££fttt<i!)m 

SfafofilM&tT^fcfcttSF 1 0 2 4-1- 3tt#©#ffltt*9iS^K:-r*B 
65TF 1 0 2 4-1 -3ft*0&aiMfcA*CD 1 4 <h©£^£tt£&f*L& 
o £1", tSsCD1 4 (1-3 5 6) £5 0ng/£x;PT:/L— h (Maxiso 
rp. Nunc) fcBffifcU 0. 5%B S A/PB ST^Dy+^Lfc. 

(t*-^) . tf;p (£-*<, j^y) , (=i-5?5>Hefi 
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# 
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OftiflfSPBSTfftRl/fcfeO^ ^;^+->^— tf«»F 1 0 2 4-1-3 
U- h ft 3 7 1 ttHKft U tfc#&-? 5 lelft#&, 0.02 %mt{t&m* 

O^ftlS 2 2 K^T . 

F1024-1-3 Jrifttf) k hCD 1 4 ^0ijg&te2l>-*T 5 2% 
. -f*T3 0SS, 7*^T?4 4%. ^I-MT57%, thT?8 3%M£tl, 
F1 024-l-3tiWiW, -f2, 1t;KDCD 1 4 t^HRJSttft^bfc 



(=a-^7>Hafti, ttllJ^X) 2. 2kg©?ili0 

W^JillmL*^U>T«6Lfc^U>^Tjggjflbfc. 1 OO^LtCl 0 
mLOTr i s/NH, C 1 »tt£iHI>L JMlSI*, »ofc«fi0«£aM>UT 
BJRLfc. *©fc«BBaft5%^Jfilf»/0. l%EDTA/PBS-^07+> 

&fclfflfi&lroL0 5X*MLj*/O. UEDTA/PBS-CillF 1 0 
2 4-l-3ttfo thsCDH (1-3 5 6) 2 7 5ngT^W>*a^ 
-*>3>LfcF 1 0 24-l-3ttft. 7 i y M gG^n^niwug 
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(DAKO) « U Hff . «^» u FACS 

***FACS Ca 1 i bu r (BDa) ^ S*^^, 

S.H.WWMtttfet. L ft ^ T , FX024-1-3JW 
(i **-t«>***CD 1 4 tW 5 a«gj W .. 

(JHWI2 3) 

L PSMWIU^,, , 024-!- 8M *eftX« 
'•WMttiWMMu F1 0 24- 1 - 3SMtt ^ m 
(1) CF1 024-l-3Stff<DMS#a*] 

l Psm^Mm^mt. s e h , mk . 6<wtt (P r „ c . N 

•*>• Acad. scl. USA. 95 :1 3 8 7S, 1 9 9 8) (c* 
LPS (Salaonella.innesolatasgs. Si sua it) S=*-J> ? > Kfifia 
<2- 1-2. 4k..*Ul* Wt0 , 5 , 24|()st5 , g/1[gW 
•KOSWtMiaiHMi^ mm°>7n h n- MtF1024 _ 

> h n-*IWttt#«>jefc> 0 K4**a* L.&. 
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fcofco 1, 3, 5, 7, 2 3, 2 5, 28, 4 8mfflmzimL&fti<\ 

ft*, ifilffGPm Jfaff^l/7^->M, Jfl?ifTNFcr{ii£$!l£b 

Ac. Sysmex F-280 (^ffigfflm^) K^O, Jfa 

mGPTfil, Jk^^U7^>mtDR I -CHEM5 0 0 0 (FUJI FI 
LM ) fCiDSltifcL/c. 

TNFa&Da v i d <o<Djjfe (Journal of Imrauno 
logical Methods, 68: 167, 1 9 84) IC^CT. L 

9 2 9mm (ATCC) £0, 2 5% hUy-»/PBS-Tf!lgl^ 5. 5x 

10 s jfflflS/mLKIS^iU 5. 5X10 4 tt/^xJPTT/'V- MditSl/ 
fee S?^, 5%COr TT—%«^ ±f»^#TNF^p D a (thTN 
F, Jtffl) ^fett^lRLfc^l 0 Oz/L^iDL, ^ttTft&i&g 5 u g /m 
L<h&5 e k-5t;:7£3V?-l'-»D (Sigma) fcgslinLT, 3 7*0, 5%CO* 

tt2 ommmvtz. 

<t¥) £1 0 jiLSsiDLT, 3 7t1?4 0-9 0^>+a^-xa>i, 4 

T^LAc. £e>fC. 4 8W©4#$St>t>T, F 1 0 24-l-3jri#:© 

S4(C^-r. -e©^, F 1 0 2 4-l-3$t#&-£Srm4 8l$ 
r^©^#$«10 0% (5/5) T'&ofcOKlttLT, ^^4ST«4 0% 
(2/5) Fl 0 24-l-3tri^^(CctD^??^«Wittl2Sc#$tl 



WO 01/72993 

PCT/JP01/02869 
1 1 9 

*o **. 2BW Ww ^ pi 024 . 1-3jtwwra 

* & fc. H 2 4 fc**-J: 5 tiitOTN F 02g£gfc F 1 0 2 4 - 1 - 3 ft 
' ,n V1V0 *-*>^Tt>in vitroH*, ViJ^> 

S4«F 1 0 2 4 - 1 -S^LPS^*^^^ 
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1 2 0 
S 4 





mm (n=io) 


F1024-l-3#i# 




48PflfiJft£#* (%) 




100% 


40 % 




(lOVmm 3 ) 


6. 6+/-.0. 7 


8. 2+/-2. 7 


2.1 


GPT (U/L) 


27+A8 


82+/-42 


231 


?l^73 1 -> (lg/dL) 


0. 8+/-0. 04 


0. 78+/-0. 04 


1.4 


48P#fKI&©#S (kg) 


2. 4+/-0. 04 


2. 35+/-0. 02 


2.07 



©LTA/PepG» 

fz. LPS0^t»OCLTA/Pe pG£&4U F 1 0 2 4 - 1 - 3$tfr<D& 
5k®%.'PlE.<D&W%l%;Z%ittLtc. ?fct>*>* F 1 024-l-3Jift (2. 
5mg/kg) *fcf44«-a-5?7>Hefia- (2. 1-2. 4kg, ItlU 
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M*U 1WWILTA (Sigma ) MPepG (Fluka ) 160* 



»l.T. F 1 0 2 4 - 1 - 3 «miTPtt&j|^ WMtt ^ rt pi 
0 2 4-1 - 8»<WL TA/P e p GfcMrsejWMfe^fc^^^ 

(2) CFl 0 24-l-3tt#©«»4«*] 

^n^-^Fl 024-l-3» 4t 23W*mz2. 5mg 
It. 

5* 7, 2 4. 2 6, 2 8. 48^1;^^, ^ ^ 
«6«f. F1 024-l-8««4irW*48* 

moMioo* (5/5) w^«,w Lx , ^ TO80% 

^^^ttftl^+fc^^KttBftS^ Pl 024-i-3tt# 
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12 2 



* 5 





ffitt (n-10) 


F 1 024-1 -3ia# 




48l$lfljfc£#* (%) 




100% 


80% 




(10Vmm J ) 


6. 6+/-0. 4 


5. 3+/-0. 7 


1.6+/-0.3 


GPT (U/L) 


27+A8 


41+/-22 


22+/- 13 


vvy^-y (mg/dU 


0. 8+/-0. 04 


0. 82+/-0. 09 


2. 04+/-1.07 


48Pffim£©#S (kg) 


2. 13+/-0. 08 


1.98+/-0. 1 


1.92+/-0.06 
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GUM* 2 4) 

(1 > fin vivoK»(c^ 5sCD 

(1 ~3 5 6) S<yCsCDl4 

(1 ~3 0 7) S 2 8 6CO««] 

^^-3 5 6)MsCDl4 (1 . 307)smc ^ 

^^•W^ SCD14 (1 _ 3 5 6) 

*««^1.15L««tl^ 6l7 . 6mgfciCD14(1 
-3 0 7)S 286C ^ 9f ^ T7 . 8L ^ ± ^ 6ii 2 

m8 ^^ L ^ W^**** « MUteJfe0 ^ t>If 

SDS-pol yacry Jam gradjpnf 

gradient gel (5-20 
% ATTOtt) TtMBWiu 2D-****.* 

3 ^>t7-^U(t5 0sCDl4 (1-3 0 7 

> S2 8 6C03MU 

fc*6» ( WI o» ^ cj)i 4 (I _ 3 o ?) s 2 

••«.-.^. Ml0B . Xk . ..„„„-,..,,„. 
***** MUM. ^ <tty; ,., HD _ ;H Q 
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12 4 

#&%ta& J 3-<D2ft&\Z* LPS (S a lmon e 1 I a minnesot 
a Re 5 9 5, S I GMAth) 1 0 u g/k g£J;tf;tf^ Mr^ > (D-G 
alactosamine Hydrochloride, fttffcfcyg) 7 0 0m 

^kZnm^-Q\Z±m¥ct:Ltz, 10mg/kgOsCD14 (1-3 

5 6) z&*istzu\z&^Th ; s3 v zmmti 2tifT%%$L-z\z±mKt:Lrz. 

s CD 1 4 (1-307) S 2 8 6 Cg-S-Smi, 1 0 mg/k g&#S* 
Ti* 2 4 ntmx h 8 #J£# U 3mg/kg 6 {fl©£##«tig$tt 

fc. £©^££9. s CD 1 4 (1-307) S2 8 6COffilM^4#$ 

(HS£^2 5) 

C D 1 4 U *79 t H ©N*3g7 a / ®E?>J##T 

CDl43^^U^^K©-OT*<5sCD1 4 (1-307) S286C 
©N*$g75 y^E^I^^P rotein sequencer Proci 
se™ 494cLC Protein sequencing system 
(Applied Biosys terns J a p a n**5£#&) £J8V>T^IU§ 
bfc. -tOtt*, N*«7i= /Ilie^J.hLTTh r Thr Pro Glu 
P r o©5»S©*;W«B£tt;fc. *©te©75y»EH#M$nfcj&>ofc* 
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*6. s CD 1 4 (X-307) S 2 8 0CON***. 1 SHOTS ,»TS 



(SSS0I2 6) 
*H«tS«M*:sCD14 (1-2 85) ©Hg 

:.""'- ,,,T " l *'»» »-«8.)«|i^„„ pM16 
5 9«Nc o .M , ndlll *.wcd 1 ^^^w,, 

5KpTrc9 9A CTT-> t A7r 

HlndHICTUAU «««oTJM109 a >l»> F t»* tr . n 
s f o r m a t i o n U H p T r c 1 6 5 9 S3*. « 6ttt ^ 

ii'tMfctWMT-jr WH72) RW7>yt>^ 75<v 

-3 5 (E^##7 3)^ TPyrobest DNA p0lymera 

" <T * K «K«» t*0»8CT10». SBtTSO* 7 2«T1* 
W»*»3 0B«0«l,pc Raweff , ]t . * 1:M PCR* fe *Xho 
ITiSftt*. *&. pTrcldSSSNcoTTWtU k I en ow f 
ragmen t (TaKaRatt) tiOWewttB,^,,,. 

3>W>MWM;, r an s forma tionU SCD14 (1-2 8 5 
>*WBW^aKpTrcl65«-2««t. PTrcl659-2S 
*t»JM109H. *«S0«g/mI.C!>7>e->.J> ( D [-] - 0 - Am 
'»»'>««.»lp.»iell| Il , i 8l„ I t ) » ttllwt (B 
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1 2 6 

IO 10 1&) KT6 0 0nm©9Bfc£#lK&**Ti8aiU ^?gglmM 
OIPTG (Isopropyl |5-D-Th i oga 1 ac t opy r an 
o s i d e ; S i g'matt) *«*+K:»linLT$&lC3P#M«*bfc. jfrWfr 
•SfcTIIIiRUfcHtt&O. 5%Tr i t on-Xl 0 0 (S i gmatt) 

&*S&, C D 1 4 # U K &*im<£ Lfto # U H ©963ft&$tt0!l 8 
- (5) K^T *&KT« L£ <!: d 5 , ^H^«^lmL^fc0^8 m g/ 
mLOJ8St*«j| 
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1 2 7 

w * © m m 



- S — — c D14ra2 69# „ 315 

; ptor(KTTLRi " 5, -^^*^«c D14ft 



2 - *^ D -^<^s»*« 1KE « rait *. 

C5£3SiO*2 6 9~3 «=; fis-n-,, >JIU . , 
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9. »3fcJg8fl!XDfciStrVC, C»2 4 6~2 8 5#B©Vvfn^T*£5iif 

8 lC|Bifc©CD 1 4 'J H. 

1 0. M^J180©(^^T. C*iS**2 6 9-3 5 6#BCDV>m^T*0 
, *0 2 6 9~3 0 7#B©7S/tt©V>Tn*>— ?MLe u. A 1 a, C 
y s £fc«G 1 y K©&£nfclf#Ji8 KIB*t©CD 1 4 8S3gft:#U^^H. 

1 1 . If 8-10 ©Hl*n#K:E*© C D 1 4 3fcg## U <^ K©7 S 
/HMEWfc*Vvri#L<tt»fl©75/»tf*fc» S&, JfA^b<«#JP$ 
n*:7S/®gE»£>fcD, *OCDl 4tTLRtO|S^*a»f 

1 2. a^jg8~i i©v»r*i3ft>cw©cDi4aa«w?u^^Hft3- 

®e^j## 4 - 6 © v vrna> kib^© d n a 
-f^u^xu *ocdi 4<tTLRt©^^s#-r^ffi^wr^u^ 

^H*3-HT5DNA 

1 4 . «^JS 1 2 Sfctt 1 3 KiBE©*^*^?- 

1 5 . fl*$ig 1 4 KEftCfcift*'^ *-*£rt3#JWE«#. 

1 6. fl»£91 5fcE«©JgK<aft#:*«#r*XS*^trit*»fSi:T* 

8»$£ 8-11 ©nm*MCE«© C D 1 4 8fc&## U K®ffitt£&. 
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1 7. tt*S#S*l->*3«3 6 ± 5 kD a OCD 1 4 ft*H*. 

ft«tC D 1 4 C D 1 4 ftSfta \* < Ufi»fftftfc 

2 1- GDI ^TLRt^^^^^^^^ 
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H1 

100000 I ; 




HEK293 HEKT4-14 




1 3 10 

F1024-1-3 (jig/ml) 




PCT/JP01/02869 
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H5 
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CD 











1 








+ 


1 


1 


1 


i 
























ft 

X 


< 




O 

1 


Q 


J 

□ 

A 

n 

A 



DO 



I 

S3 
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H7 



s CD 1 4*5fca8Efl: 










F 1024-1-3 


3 C 10 


MEM-18 


1-356 






+ 


+ 


+ 


1-328 


CM 




+ 


+ 


+ 


1-315 


cm 




+ 


+ 


+ 


1-307 


CM 




(+) 


+ 


+ 


1-285 


CM 






■+ 


+ 


1-246 


CM 






+ 


+ 


1-183 


CM 






+ 


+ 


1-152 


CM 






+ 


+ 


1-307 


A7-11 


3C 10$S£®« 


+ 




+ 


1-307 


A 57-64 


MEM- 18 &&m& 


+ 


+ 




1-307 


A 180-234 




+ 


+ 


+ 


1-307 


A 235-282 




+ 


+ 


+ 


1-307 


A 180-282 




+ 


+ 


+ 



s cd 1 47s.;mwm&t# 








F 1024-1-3 


3 C 10 


MEM-18 


1-307 




+ 


. + 


+ 


1-307 


D 284 A 


+ 


+ 


+ 


1-307 


S 286 A 


1 + 


+ 


+ 


1-307 


S 286 K 


+ 


+ 


+ I 


1-307 


C 287 A 


+ 


+ 


+ I 


1-307 


R 289 A 


+ 


+ 


+ 


1-307 


P 294 A 




+ 


+ 
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3R 



vmoaoe-onaos 
V982saoe-i>iaos 
vwzaaoe-unaos 
v2BZAaoe-i)friaos 

V6£2>iaoE-l)friaos 

aoe-i)waos 
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0982S(£OE-I)friaos 

0983S(ioe-i)*iaos 
V983Ste0E-i)naos 



i 8 S § 8 

1— 



WO 01/72993 



PCT/JP01/02869 



10/22 




WO 01/72993 




:T/JP01/02869 



m 

53 
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14 




sCD14(1-307)S286C (|ig/ml) 



15 



LPS/CD1 4/F1 024-1-3/Toll4-COS 
LPS/CD1 4/F1 024-1 -3/COS 
LPS/CD14/F1024-1-3 
LPS/CD14/Toll4-COS 
LPS/CD14/C0S 
LPS/CD14 




50 100 150 200 250 300 
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CD14/CD14(s286c) 

S/CDl4(s286< 
4-COS 



CD14/To/I4-COS 
CD14/COS 



12/22 

16 



1 7— 










) on 


h 









*CD14(S286C)/iCD14(1-307XS286C)T:&-5 o 



100 



120 
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(B±#smao 




(99e-i)nao s + Scn 



9UO|B Sd~l 



o o o o p o o 
S B ^ co oj i- 
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U20 




□ lug/mL 
03ug/mL 
■ lOug/mL 



F10240-1-3 sCD14(1-307)S286C 
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H23 
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ib m & 



<110> MOCHIDA PHARMACEUTICAL CO.. LTD. 

<I20> Anti-CD14 antibody 

<130> MD0580 

<140> 

<141> 

<160> 6 

<170> Patent In Yer. 2. 1 

<210> 1 
<211> 356 
<212> PRT 
<213> human 
<400> 1 

Thr ThrPro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 
15 10 15 

Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 

20 25 30 

Val Ser Ala Val Glu Val Glu lie His Ala Gly Gly Leu Asn Leu Glu 

35 40 45 

Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala 
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50 „ 

55 60 

«• * v., ta Ala Le „ Arg Val Arg Arg Uu nr fcj [|y ^ 



65 



70 



75 



80 



«« V.I fro Ala E |, u. leu VaJ C|> fl|a Uu Arg yal uu au 



85 



90 



_^ Ser Arg Leu Lys Glu Leu Thr Leu GIu Asp Leu Lys II 



100 



105 



95 



e Thr Gly Thr 



110 



«e< Pro Pro u, fro leu s „ A „ nt ely uu un 



115 



120 



125 



130 



135 140 



u. «. «. in. u. l, s Pr „ Bf leo lys T „ Uu Sm ])e Aij 



145 



150 



155 



A'a His Ser Pro Alt Phe Ser Cys „, ^ ^ ^ ^ ^ ^ 



160 
a 



165 



170 



175 



leu Thr Ser Leu Asp Leu Ser Asp Asn P ro Gly Leu Gly Glu Arg Gly 



180 



185 



190 



le. ft. Ala A„ tea c ys P„ His lys fne Pr0 A|> „ f ^ ^ ^ 

" 5 *» 205 

U. Ar* Asn Thr CI, He. «. Thr Pro Thr C,» Va, Cys Ala Ala 



210 



215 



220 



U " Ah «' V " «' »» *r tea Asp U, Ser His Asa 



4 '» 



» *■ 
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225 230 235 240 

Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Ser Cys Asn 

275 280 285 

Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val Asp Asn 

290 295 300 

Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro Gly Thr Ala Leu Pro 
305 310 315 320 

His Glu Gly Ser Met Asn Ser Gly Val Val Pro Ala Cys Ala Arg Ser 

325 330 335 

Thr Leu Ser Val Gly Val Ser Gly Thr Leu Val Leu Leu Gin Gly Ala 

340 345 350 

Arg Gly Phe Ala 
355 



<210> 2 
<211> 47 
<212> PRT 
<213> human 



WO 01/72993 

PCT/JP01/02869 

4/44 

<400> 2 

1 5 

;- ^ ASP ASD LeuThr ^ Asp GlyAsnPro Phe Leu Val Pro 
35 40 45 



<210> 3 
<2I1> 1360 
<212> DIVA 
<213> Human 
<220> 
<221> CDS 

<222> (117).. 0244) 
<400> 3 



" m «""« ™* . S cc gclgle laggaaaeaa 

«•«•«. Ucca^co , glcce8ag c lcaeaggllc ggaagac , u ^ j 



60 
19 

Met 

1 



««««« * H« ...... « lf «,, elf €lf 4tl Cle gte J6! 

«■ Ar 8 Ala Ser Cys Leu ta Lea leu Le „ le „ ^ ^ ^ 



WO 01/72993 ^f£r ^^CT/JPOl/02869 

5/4 4 

5 10 15 

tct gcg acc acg cca gaa cct tgt gag ctg gac gat gaa gat ttc cgc 215 

Ser Ala Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg 

20 25 30 

tgc gtc tgc aac ttc tec gaa cct cag ccc gac tgg tec gaa gec ttc 263 

Cys Val Cys As n Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe 

35 40 45 

cag tgt gtg tct gca gta gag gtg gag ate cat gee ggc ggt etc aac 311 

Gin Cys Val Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn 
50 55 60 65 

eta gag ccg ttt eta aag cgc gtc gat gcg gac gee gac ccg egg cag 359 

Leu Glu Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin 

70 75 80 

tat get gac acg gtc aag get etc cgc gtg egg egg etc aca gtg gga 407 

Tyr Ala Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly 

85 90 95 

gee gca cag gtt cct get cag eta ctg gta ggc gee ctg cgt gtg eta 455 

Ala Ala Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu 

100 105 110 

gcg tac tec cgc etc aag gaa ctg acg etc gag gac eta aag ata acc 503 

Ala Tyr Ser Arg Leu Lys Glu Leu thr Leu Glu Asp Leu Lys He Thr 
115 120 125 



WO 01/72993 

PCT/JP01/02869 

6/44 

arc acc ,tt cct ccg ctg ccl ctg gaa gcc aca gga ell gca ctt loc 551 

«t rhr ■,, Pr „ fro u „ Pro leo „„ A|> Thr Gly leo Au 

130 ioc 

135 1« 145 

age ttg cgc eta cgc aac gtg teg tgg gC g aca ggg C gt tct tgg etc 599 
Ser Leu Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu 

150 155 160 

gcc gag ctg cag cag igg etc aag cca ggc etc aag gta ctg age att 647 
Ala Glu Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser lie 

165 170 175 

sec caa gca cac leg cct gee tit tee tge gaa cag gtt cgc gcc ttc 695 
Ala Gin Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe 

180 185 , 90 

ccg gcc ctt acc age eta gac ctg tct gac aat cct gga ctg g gc gaa 743 
Pro Ala Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu 

195 200 205 

cgc gga ctg atg gC g get etc tgt cec cac aag ttc ccg gee ate cag 791 
Arg Gly Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin 



210 

225 



215 220 



aat eta gcg ctg cgc aac aca gga atg gag acg cec aca ggc gtg tgc 839 
Asn Leu Ala Leu Arg Asn Thr Gly Met Gin Thr Pro Thr Gly Val Cys 



230 235 



240 

gcc gca -ctg g C g gC g gca gg, gtg cag ccc cac agc cU gac cJc ^ ^ 



WO 01/72993 ^lcT/JPOl/02869 

7/44 

Ala Ala Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser 

245 250 255 

cac aac teg ctg cgc gec acc gta aac cct age get ccg aga tgc atg 935 
His Asn Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met 

260 265 270 

tgg tec age gee ctg aac tec etc aat ctg teg ttc get ggg ctg gaa 983 
Trp Ser Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu 

275 280 285 

cag gtg cct aaa gga ctg cca gee aag etc aga gtg etc gat etc age 1031 
Gin Val Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Ser 
290 295 300 305 

tgc aac aga ctg aac agg gcg ccg cag cct gac gag ctg ccc gag gtg 1079 
Cys Asn Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val 

310 315 320 

gat aac ctg aca ctg gac ggg aat ccc ttc ctg gtc cct gga act gee 1127 
Asp Asn Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro Gly Thr Ala 

325 330 335 

etc ccc cac gag ggc tea atg aac tec ggc gtg gtc cca gec tgt gca 1175 
Leu Pro His Glu Gly Ser Met Asn Ser Gly Val Val Pro Ala Cys Ala 

340 345 350 

cgt teg acc ctg teg gtg ggg gtg teg gga acc ctg gtg ctg etc caa 1223 
Arg Ser Thr Leu Ser Val Gly Val Ser Gly Thr Leu Val Leu Leu Gin 



WO 01/72993 

PCT/JP01/02869 



8/4 4 



355 



365 

ggg gcc egg ggc ut gcc ua gatccaagac agaataatga alggaetcaa 1274 
Gly Ala Arg Gly Phe Ala 
370 375 

actgeettgg cttcagggga gteccgteag gaegttgagg acttttcgac caattcaacc 1334 
ctttgcccca cctttaltaa geatge 1360 

<210> 4 
<2I1> 855 
<212> DNA 

<213> Artificial Sequence 
<400> 4 

ACC ACG CCA GAA CCT TGT GAG CTG GAC GAT GAA GAT TTC CGC TGC GTC 48 
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 

' 5 10 ,5 

TGC AAC TTC TCC GAA CCT CAG CCC GAC TGG TCC GAA GCC TTC CAG TGT 96 

Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 

20 25 3 0 

GTG TCT GCA GTA GAG GTG GAG ATC CAT GCC GGC GGT CTC AAC CTA GAG 144 
Val Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn Leu Glu 



35 40 45 

CCG TTT CTA AAG CGC GTC GAT GCG GAC GCC GAC CCG CGG CAG 



TAT GCT 192 



WO 01/72993 ^^CT/JP01/02869 

9/4 4 

Pro Plie Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala 

50 55 60 

GAC ACG GTC AAG GCT CTC CGC GTG CGG CGG CTC ACA GTG GGA GCC GCA 240 
Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala 
65 70 75 80 

CAG GTT CCT GCT CAG CTA CTG GTA GGC GCC CTG CGT GTG CTA GCG TAC 288 
Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr 

85 90 95 

TCC CGC CTC AAG GAA CTG ACG CTC GAG GAC CTA AAG ATA ACC GGC ACC 336 
Ser Arg Leu Lys Glu Leu Thr Leu Glu Asp Leu Lys He Thr Gly Thr 

100 105 110 

ATG CCT CCG CTG CCT CTG GAA GCC ACA GGA CTT GCA CTT TCC AGC TTG 384 
Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu 

115 120 125 

CGC CTA CGC AAC GTG TCG TGG GCG ACA GGG CGT TCT TGG CTC GCC GAG 432 
Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Glu 

130 135 140 

CTG CAG CAG TGG CTC AAG CCA GGC CTC AAG GTA CTG AGC ATT GCC CAA 480 
Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser lie Ala Gin 
145 150 155 160 

GCA CAC TCG CCT GCC TTT TCC TGC GAA CAG GTT CGC GCC TTC CCG GCC 528 
Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe Pro Ala 



WO 01/72993 

PCT/JP01/02869 

1 0/44 

165 170 175 

CTT ACC AGC CTA GAC CTG TCT GAC AAT CCT GGA CTG GGC GAA CGC GGA 576 
Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly 

180 185 I90 

CTG ATG GCG GCT CTC TGT CCC CAC AAG TTC CCG GCC ATC CAG AAT CTA 624 
Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin Asn Leu 

195 200 205 

GCG CTG CGC AAC ACA GGA ATG GAG ACG CCC ACA GGC GTG TGC GCC GCA 672 
Ma Leu Arg Asn Thr Gly Met Glu Thr Pro Thr Gly Val Cys Ala Ala 

2,0 215 220 

CTG GCG GCG GCA GGT GTG CAG CCC CAC AGC CTA GAC CTC AGC CAC AAC 720 
Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser His Asn 

225 230 235 240 

TCG CTG CGC GCC ACC GTA AAC CCT AGC GCT CCG AGA TGC ATG TGG TCC 768 
Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

AGC GCC CTG AAC TCC CTC AAT CTG TCG TTC GCT GGG CTG GAA CAG GTG 8.6 
Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

CCT AAA GGA CTG CCA GCC AAG CTC AGA GTG CTC GAT CTC 855 
Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu 



275 280 



285 



WO 01/72993 




•c 



:T/JP01/02869 



11/4 4 



<210> 5 
<211> 921 
<212> DNA 

<213> Artificial Sequence 
<400> 5 

ACC ACG CCA GAA CCT TGT GAG CTG GAC GAT GAA GAT TTC CGC TGC GTC 
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 
1 5 10 15 

TGC AAC TTC TCC GAA CCT CAG CCC GAC TGG TCC GAA GCC TTC CAG TGT 
Cys Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 



GTG TCT GCA GTA GAG GTG GAG ATC CAT GCC GGC GGT CTC AAC CTA GAG 
Yal Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn Leu Glu 



CCG TTT CTA AAG CGC GTC GAT GCG GAC GCC GAC CCG CGG CAG TAT GCT 
Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala 



GAC ACG GTC AAG GCT CTC CGC GTG CGG CGG CTC ACA GTG GGA GCC GCA 
Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala 



CAG GTT CCT GCT CAG CTA CTG GTA GGC GCC CTG CGT GTG CTA GCG TAC 



96 



144 



192 



240 



65 



70 



75 



80 



WO 01/72993 

PCT/JP01/02869 

1 2/44 

Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr 

85 90 95 

TCC CGC CTC AAG GAA CTG ACG CTC GAG GAC CTA AAG ATA ACC GGC ACC 336 
Ser Arg Leu Lys Glu Leu Thr Leu Glu Asp Leu Lys He Thr Gly Thr 

100 105 1I0 

ATG CCT CCG CTG CCT CTG GAA GCC ACA GGA CTT GCA CTT TCC AGC TTG 384 
Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu 

115 120 125 

CGC CTA CGC AAC GTG TCG TGG GCG ACA GGG CGT TCT TGG CTC GCC GAG 432 
Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Giu 

130 135 f40 

CTG CAG CAG TGG CTC AAG CCA GGC CTC AAG GTA CTG AGC ATT GCC CAA 480 
Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser He Ala Gin 

145 150 155 , 60 

GCA CAC TCG CCT GCC TTT TCC TGC GAA CAG GTT CGC GCC TTC CCG GCC 528 

Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe Pro Ala 

105 no , 75 

CTT ACC AGC CTA GAC CTG TCT GAC AAT CCT GGA CTG GGC GAA CGC GGA 576 
Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly 

180 185 I90 

CTG ATG GCG GCT CTC TGT CCC CAC AAG TTC CCG GCC ATC CAG AAT CTA 624 
Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin Asn Leu 



WO 01/72993 ^^CT/JP01/02869 

13/44 

195 200 205 

GCG CTG CGC AAC ACA GGA ATG GAG ACG CCC ACA GGC GTG TGC GCC GCA 672 
Ala Leu Arg Asn Thr Gly Met Glu Thr Pro Thr Gly Val Cys Ala Ala 

210 215 220 

CTG GCG GCG GCA GGT GTG CAG CCC CAC AGC CTA GAC CTC AGC CAC AAC 720 
Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser His Asn 
225 230 235 240 

TCG CTG CGC GCC ACC GTA AAC CCT AGC GCT CCG AGA TGC ATG TGG TCC 768 
Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

AGC GCC CTG AAC TCC CTC AAT CTG TCG TTC GCT GGG CTG GAA CAG GTG 816 
Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

CCT AAA GGA CTG CCA GCC AAG CTC AGA GTG CTC GAT CTC GCT TGC AAC 864 
Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Ala Cys Asn 

275 280 285 

AGA CTG AAC AGG GCG CCG CAG CCT GAC GAG CTG CCC GAG GTG GAT AAC 912 
Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val Asp Asn 

290 295 300 

CTG ACA CTG 921 
Leu Thr Leu 



WO 01/72993 __ 

PCT/JP01/02869 
1 4/4 4 

<210> 6 
<211> 921 
<212> DNA 

<213> Artificial Sequence 
<400> 6 

ACC ACG CCA GAA CCT TGT GAG CTG GAC GAT GAA GAT TTC CGC TGC GTC 48 
Thr Thr Pro Glu Pro Cys Glu Leu Asp Asp Glu Asp Phe Arg Cys Val 



10 



15 



TGC AAC TTC TCC GAA CCT CAG CCC GAC TGG TCC GAA GCC TTC CAG TGT 96 
Cvs Asn Phe Ser Glu Pro Gin Pro Asp Trp Ser Glu Ala Phe Gin Cys 



20 25 



30 

GTG TCT GCA GTA GAG GTG GAG ATC CAT GCC GGC GGT CTC AAC CTA GAG 144 
Val Ser Ala Val Glu Val Glu He His Ala Gly Gly Leu Asn Leu Glu 



35 « 45 



CCG TTT CTA AAG CGC GTC GAT GCG GAC GCC GAC CCG CGG CAG TAT GCT 192 
Pro Phe Leu Lys Arg Val Asp Ala Asp Ala Asp Pro Arg Gin Tyr Ala 



50 55 60 



GAC ACG GTC AAG GCT CTC CGC GTG CGG CGG CTC ACA GTG GGA GCC GCA 240 
Asp Thr Val Lys Ala Leu Arg Val Arg Arg Leu Thr Val Gly Ala Ala 



65 

80 



70 75 



CAG GTT CCT GCT CAG CTA CTG GTA GGC GCC CTG CGT GTG CTA GCG TAC 288 
Gin Val Pro Ala Gin Leu Leu Val Gly Ala Leu Arg Val Leu Ala Tyr 



WO 01/72993 ^fcjgF %jPCT/JP01/02869 

1 5/44 

85 90 95 

TCC CGC CTC AAG GAA CTG ACG CTC GAG GAC CTA AAG ATA ACC GGC ACC 336 
Ser Arg Leu Lys GIu Leu Thr Leu Glu Asp Leu Lys lie Thr Gly Thr 

100 105 110 

ATG CCT CCG CTG CCT CTG GAA GCC ACA GGA CTT GCA CTT TCC AGC TTG 384 
Met Pro Pro Leu Pro Leu Glu Ala Thr Gly Leu Ala Leu Ser Ser Leu 

115 120 125 

CGC CTA CGC AAC GTG TCG TGG GCG ACA GGG CGT TCT TGG CTC GCC GAG 432 
Arg Leu Arg Asn Val Ser Trp Ala Thr Gly Arg Ser Trp Leu Ala Glu 

130 135 140 

CTG CAG CAG TGG CTC AAG CCA GGC CTC AAG GTA CTG AGC ATT GCC CAA 480 
Leu Gin Gin Trp Leu Lys Pro Gly Leu Lys Val Leu Ser lie Ala Gin 
145 150 155 160 

GCA CAC TCG CCT GCC TTT TCC TGC GAA CAG GTT CGC GCC TTC CCG GCC 528 
Ala His Ser Pro Ala Phe Ser Cys Glu Gin Val Arg Ala Phe Pro Ala 

165 170 175 

CTT ACC AGC CTA GAC CTG TCT GAC AAT CCT GGA CTG GGC GAA CGC GGA 576 
Leu Thr Ser Leu Asp Leu Ser Asp Asn Pro Gly Leu Gly Glu Arg Gly 

180 185 190 

CTG ATG GCG GCT CTC TGT CCC CAC AAG TTC CCG GCC ATC CAG AAT CTA 624 
Leu Met Ala Ala Leu Cys Pro His Lys Phe Pro Ala He Gin Asn Leu 
195 200 205 



WO 01/72993 
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1 6/44 

GCG CTG CGC AAC ACA GGA ATG GAG ACG CCC ACA GGC GTG TGC GCC GCA 672 
Ala Leu Arg Asn Thr Gly Met Gin Thr Pro Thr Gly Val Cys Ala Ala 

210 215 220 

CTG GCG GCG GCA GGT GTG CAG CCC CAC AGC CTA GAC CTC AGC CAC AAC 720 
Leu Ala Ala Ala Gly Val Gin Pro His Ser Leu Asp Leu Ser His Asn 
m 230 235 240 

TCG CTG CGC GCC ACC GTA AAC CCT AGC GCT CCG AGA TGC ATG TGG TCC 768 
Ser Leu Arg Ala Thr Val Asn Pro Ser Ala Pro Arg Cys Met Trp Ser 

245 250 255 

AGC GCC CTG AAC TCC CTC AAT CTG TCG TTC GCT GGG CTG GAA CAG GTG 816 
Ser Ala Leu Asn Ser Leu Asn Leu Ser Phe Ala Gly Leu Glu Gin Val 

260 265 270 

CCT AAA GGA CTG CCA GCC AAG CTC AGA GTG CTC GAT CTC TGT TGC AAC 864 
Pro Lys Gly Leu Pro Ala Lys Leu Arg Val Leu Asp Leu Cys Cys Asn 

275 280 285 

AGA CTG AAC AGG GCG CCG CAG CCT GAC GAG CTG CCC GAG GTG GAT AAC 912 
Arg Leu Asn Arg Ala Pro Gin Pro Asp Glu Leu Pro Glu Val Asp Asn 

290 295 300 

CTG ACA CTG 921 

Leu Thr Leu 
305 



WO" 01/72993 




'CT/JP01/02869 



1 7/44 



<210> 7 
<211> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 1 
<400> 7 

tcgaggaaga gaagacacca 

<210> 8 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 2 
<400> 8 

cccatccaga gtttagccct 

<210> 9 
<211> 24 
<212> DNA 

<213> Artificial Sequence 



WO 01/72993 

<220> 

<221> antisense primer 1 
<400> 9 

ccatccgaaa ttataagaaa agtc 

<210> 10 
<2U> 29 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> anlisense primer 2 
<400> 10 
cccaagcttt ggaattactc acccttagc 

<210> 11 
<211> 24 
<212> PRT 
<213> human 
<400> 11 

Leu Asp Leu Ser Cys Asn Arg Leu Asn Arg Ala Pro Gin Pro Asp Gl 

15 10 15 

Leu Pro Glu Val Asp Asn Leu Thr 



PCT/JPOl/02869 

1 8/44 



WO 01/72993 




'CT/JP01/02869 



<210> 12 

<211> 18 
<212> PRT 
<213> human 
<400> 12 

Glu Val Asp Asn Leu Thr Leu Asp Gly Asn Pro Phe Leu Val Pro Gly 
15 10 15 

Thr Ala 

<210> 13 
<211> 12 
<212> PRT 
<213> human 
<400> 13 

Thr Ala Leu Pro His Glu Gly Ser Met Asn Ser Gly 
1 5 10 



<210> 14 
<211> 15 
<212> PRT 



WO 01/72993 



PCT/JP01/02869 
2 0/4 4 



<213> human 
<400> 14 

Pro Ala Cys Ala Arg Ser Thr Leu Ser Val Gly Val Ser Gly Thr 
15 10 ,5 

<210> 15 
<211> 15 
<212> PRT 

<213> Artificial Sequence 
<400> 15 

Gin Gly Pro Cys Arg Ala Phe He Lys Leu Trp Ala Phe Asp Cys 
15 JO 15 

<210> 16 
<211> 20 
<212> DNA 

<2I3> Artificial Sequence 
<220> 

<221> sense primer 3 
<400> 16 

ctclggctaa ctagagaacc 



WO 01/72993 




:T/JP01/02869 
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<210> 17 
<21 1 > 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 3 
<400> 17 

gcggaaatca caaggttctg g 

<210> 18 

<211> 21 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 4 

<400> 18 

gaaccttgtg atttccgctg c 

<210> 19 
<2 1 1 > 20 
<212> DNA 

<213> Artificial Sequence 



WO 01/72993 




22/44 

<220> 

<221> antisense primer 4 
<400> 19 

ttattaggaa aggacagtgg 

<210> 20 
<2U> 30 
<212> DffA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 5 
<400> 20 

agccttgacc gtgtccgcat cgacgcgctt 

<210> 21 
<211> 30 
<212> DMA 

<213> Artificial Sequence 
<220> 

<221> sense primer 5 
<400> 21 

aagcgcgtcg atgcggacac ggtcaaggct 




PCT/JP01/02869 



WO 01/72993 
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<210> 22 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 6 
<400> 22 

gttgtgagac aggtctaggc tggtaagggc cgggaaggc 

<210> 23 
<211> 39 
<212> DNA 

<2 I 3> Artificial Sequence 
<220> 

<221> sense primer 6 
<400> 23 

gcccttacca gcctagacct gtctcacaac tcgctgcgc 



<210> 24 
<211> 39 
<212> DNA 



WO 01/72993 

24/44 

<213> Artificial Sequence 
<220> 

<221> antisense primer 7 
<400> 24 

cagtclgttg caagacaggt ctaggctgig gggclgcac 

<210> 25 
<2U> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 7 
<400> 25 

cacagcctag acctgtcltg caacagactg aacagggcg 

<210> 26 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 8 
<400> 26 



WO 01/72993 

25/44 

cagtctgttg caagacaggt ctaggctggt aagggccgg 



<210> 27 
<211> 39 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 8 
<400> 27 

accagcctag acctgtcttg caacagactg aacagggcg 



<210> 28 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 9 
<400> 28 

cacgccagaa ccttgtgagc 
<210> 29 



<211> 38 



WO 01/72993 
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2 6/44 



<212> DNA 

<213> Artificial Sequence 
<220> 

<221> anlisense primer 9 
<400> 29 

gtcagtgcac aggctgggac cacaacggat tgcattga 

<210> 30 
<211> 30 
<212> DNA 

<2I3> Artificial Sequence 
<220> 

<221> antisense primer 10 
<400> 30 

cccaagcttc tattacagtg tcaggttatc 

<210> 31 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> anlisense primer 11 



WO 01/72993 




T/JP01/02869 



2 7/44 

<400> 31 

cccaagcttc tattagggca gctcgtcagg 

<210> 32 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 12 
<400> 32 

cccaagcttc tattactgcg gcgccctgtt 

<210> 33 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 13 
<400> 33 

cccaagcttc tattacagtc tgttgcagct 



<210> 34 



WO 01/72993 




2 8/44 

<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 14 
<400> 34 

cccaagcttc tattagagat cgagcactct 

<210> 35 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 15 
<400> 35 

cccaagcttc tattatacgg tggcgcgcag 

<210> 36 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 




• * 

PCT/JP01/02869 
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<221> antisense primer 16 
<400> 36 

cccaagcttc tattaagaca ggtctaggct 

<210> 37 
<211> 30 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 17 
<400> 37 

cccaagcttc tattagcctg gcttgagcca 

<210> 38 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 18 
<400> 38 

actctgagag cggctggcag tec 



WO 01/72993 
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3 0/44 



<210> 39 
<211> 23 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 10 
<400> 39 

tgccagccgc tctcagagtg etc 

<210> 40 
<211> 23 
<2J2> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 19 
<400> 40 

agatcgagag ctctgagctt ggc 

<210> 41 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<221> antisense primer 20 
<400> 41 

gagatcagcc aclctgagct 

<210> 42 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 21 
<400> 42 

gctgagagcg agcactctga 

<210> 43 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 22 
<400> 43 

gcagctagca tcgagcactc 
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<210> 44 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 23 
<400> 44 

gttgcaagcg agatcgagca 

<210> 45 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 24 
<400> 45 

tctgttagcg ctgagatcga 



<210> 46 
<211> 20 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<221> antisense primer 25 
<400> 46 

gtlcagagcg ttgcagctga 

<210> 47 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 26 
<400> 47 

tcaggctgcg ccgccctgtt c 

<210> 48 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 27 
<400> 48 
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agctcgtcag cclgcggcgc c 



<210> 49 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 28 
<400> 49 

tcgtcagcct gcgccgccct g 



<210> 50 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 29 
<400> 50 

tccacctcgg ccagctcgtc a 

<210> 51 
<211> 23 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 11 
<400> 51 

agctcagagc tctcgatctc age 

<210> 52 
<2U> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 12 
<400> 52 

agagtggctg atctcagctg 

<210> 53 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 13 
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<400> 53 

gtgctcgclc tcagctgca'a 

<210> 54 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 14 
<400> 54 

ctcgatgcla gctgcaacag 

<210> 55 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 15 
<400> 55 

gate lege tt gcaacagact 



<210> 56 
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<21l> 20 

<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 16 
<400> 56 

ctcagcgcta acagactgaa 

<210> 57 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 17 
<400> 57 

tgcaacgctc tgaacagggc 

<210> 58 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 
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<221> sense primer 18 
<400> 58 

gaacagggcg gcgcagcctg a 

<210> 59 
<211> 21 
<212> DNA 

<213> Artificial Sequence.. 
<220> 

<221> sense primer 19 
<400> 59 

ggcgccgcag gctgacgagc t 

<210> 60 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 20 
<400> 60 

cagggcggcg caggclgacg a 
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<210> 61 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 21 
<400> 61 

tgacgagctg gccgaggtgg a 

<210> 62 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 22 
<400> 62 

tgcaacgatc tgaacagggc 

<210> 63 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
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<220> 

<221> anlisense primer 30 
<400> 63 

gttcagatcg tlgcagctga 

<210> 64 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 23 
<400> 64 

ctcgatctct gttgcaacag 

<210> 65 
<2IJ> 20 
<212> DNA 

<2I3> Artificial Sequence 
<220> 

<22J> antisense primer 31 
<400> 65 

tctgttgcaa cagagatcga 
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<210> 66 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 24 
<400> 66 

ctcgatctcg gttgcaacag 

<210> 67 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 32 
<400> 67 

tctgttgcaa ccgagatcga 

<210> 68 
<211> 20 
<212> DNA 
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<213> Artificial Sequence 
<220> 

<221> sense primer 25 
<400> 68 

clcgatctca ctlgcaacag 

<210> 69 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 33 
<400> 69 

tctgttgcaa gtgagatcga 

<210> 70 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer 26 
<400> 70 
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ctcgatctcc tltgcaacag 

<210> 71 
<211> 20 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer 34 
<400> 71 

tctgttgcaa aggagatcga 

<210> 72 
<211> 21 
<212> DNA 

<213> Artificial Sequence 
<220> 

<221> sense primer27 
<400> 72 

accacgccag aaccttgtga g 



<210> 73 
<211> 22 
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<212> DNA 

<213> Artificial Sequence 
<220> 

<221> antisense primer35 
<400> 73 

ctgaaaatct tctctcatcc gc 
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